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"^r^m^^yv ^I3-;^*^!^^<^lai^i^Tl^So zti^(om^tmo^ jiyi.^ 

Wiffliiap*3fc«A-rs:?^as-e*)i>o rj^^inj ti^:. :$imm^^zi$\,^x^t r 

ff!}j&B'?'^^xtzm<o&Bi'mi'^^mbrzmwL^m^^jvx^!7^-<Dmmiz 
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m^^m^<j^'pt^<h^~^tt^z.h\,z^^ii&^mmk (cdna) ^^egb. ^^< 

-lilS{::afe^rfe<Sf^{3fijffi$ixTv^SU Vufp^ )V7.-^^ ya^^ 

S*i:bfe4)CD [Virology,65, 1202(1991 K Biotechniques, 9, 980(1989). Nucle 
ic Acids Research, 18, 3587(1990)x Holecular and Cellular Biology, 7, 887(19 
87)> Proceedings of National Academy of Sciences of United States of Ame 
rica,90,3539(1993)x Proceedings of National Academy of Sciences of Unite 
d States of America,86,3519(1989)^] > ^fcx t YfL^&T^±^^ )^7.^^i^h 
[Journal of Clinical Investigation, 88, 1043(1991)] mi^mkf<DM 
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1/ hti^-()l^^^^-iiC.<0^olZs !^^©DNA5£MJ:<^fe<*DNA{C«E3i 

i'^-SfiJfflbfe-i^fi?} (transient) ^^]im©li***m«)^nfco 

it. 'i"f;u;^3|M?l*|{wDNA*jifEtS^i:L-C(*jt-r5t)©T-«)Ds -?®DNA©1tl!i 
tt. SBCDDNASflShL. ^±S*0DNA«c#t4DNAlt«iillR*ftl!i«©'i^«J< 

'T;!/;^^^ ^-(Adenovirus vector)-CH:. Hl^OiSfe^fe^^Ji: UT TNature 
Genetics. 3, 1-2(1993) J <&fi?'J^r5Ci;5:>sT-^So b/PU5c*Je)x DNA-i^-T 
^9-<D^^^^. ^l*|-^^fe<*DNAi:cDa^b<'5:v>*I^x.*s^D5RjHBt4*^';i5< 

:5^S»*i:bfcRNA'!7-i';i/;^'^^^-*ipa^^no-:)^So RNA'^>r;i/;^o^i;ili 
. gaoRNA=£^§^i:L. SBfi^(^RNA«(??t4RNA1tKa^#,S«4^i:f SdiitCt 

( + ) tlRNA>l7'f;i/>^A«^-rsy^ ARNAti. I^l^lz^ «y-b>S/i'-RNA (W"F# 

JiSoSif^#t6M?^bT4]i-rsci:3!)ST-§5e Sv>fe;inK. (+) ^RNA-i^-f 
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RMAH: (+) 0> (-) ^i:*){ife»:^S^U5&:v> («f*I{w^A^ tiT^'J?^ 

ARNA3!>*l^l^lc:BRNAT-feSi:V^-5l«J^{3j; ( + ) tiRNA'!?^' 
SRNAe? ^ ^ ^ -O^^ A«5feff t fe [Bio/Technology , 1 1 , 916-920( 1993 )x 
Nucleic Acids Research.23,1495-1501(1995)s Human Gene Therapy,6, 1161-116 
7(1995)x Methods in Cell Biology, 43,43-53(1994). Methods in Cell Biology 
,43,55-78,1994] „ m^t£. -fe A 'J =^^t*'>l' ^b^^CSealiki forest virus; SFV 
Kb:;5^'i'^';i';^(Sindbis \ir\is)lz^M-r ZRM^ )17.^^ ^-iA. J 

iK^^&Mi^L;^^RNA^S*fi^J^rf«Bi:t•C^^i>o ZLO.to'EcRNA^fclilSRNASfe^ 
•e'Utt)-5 ScDNA [Nucleic Acids Research, 23, 1495-1501(1995). Hunan Gene Th 
erapy,6, 1161-1167(1995)] >£iS^aM^T-JffflflSl^{i«A-rS i:> itfe^^ 

•ScDNA^-^' h (^;i//'?-) ±IBORNA^^^-^^31-r ScDNA 

0^i*T^;i/>'^-ffi3t£CDRNAi:^^:7^-RNAtCDF^T-iiim^A*^c: 
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t^Z.ti^U^f'^tlX^^^^ [Bio/Technology, 11, 916-920(1993)1 o 
-ecDF«3g|5K:^snSENACD^«l::J:oT^<b-rsz:i:*J5aie>nT*)D, RNA'i7>f 
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mm (-) ^RNA';7'^;^:^'<^7^-H:#^^EUT^^:&^^o -entt. -J^^f ;i/;^cDNASig 

:x.ihl'J'ti^nm^^ntJ:\,^m^)^i. (-) iiRNA'j7'f;u:^§'<^^-a:UT*J fflt 

BuMLfci^fC (-) WA'i7-f;i/:^©RNA(vRNA; viral RNA)^fe«^©fflffili 
RNA(cRNA;coinpleiBentary RNA)^#?4T'lfflfiS[*){3^AUT4) (-) URNA-^^;!/;^ 

m-tt^^mizm'^s^X'ib^c !^ga¥4-2ii377^5^«{wa:. rft^RNA'i7'< 

Alzm-r5cDNA*5ctt;f^^+4®^IIRNA'i7^;i/;:^©^it:^?£j 
Tia«**fe-5*». ^^:?«iO||®^I^^AJ*©*$f3«^nTl>5 rEMBO.J., 9,379- 
384(1990)j {i. ||®^OS]KttA*«:V^c:i:A«Ra^3&»i:«ct). m^^ri><^ WiXf^ 
n^±mmzm^yifX\.^^ (EMB0.J,10,3558(1991)#bs) zt1?ib[yX. 
¥4-211377^^2f^{c|B«®J$^ids*^WcD^fTii^l?lw^^U'&V^©ttB^e3b^T-^ 

^^A^feS (Annu.Rev. Microbiol. ,47, 765-790(1993)^ Curr. Opin. Genet. D 
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EV., 2, 77-81(1992)) o >r >7;i/x>1f S^iS^y A J; OfllfiK^ixS 

(DcdUlz^m^^AB^^mX t tz^M^^^'P^^tS 8 *1--^T©cDNA^ ^ 

(J. Virol. 68, 713-719(1994)) » 

tZo 
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e> ^ ^ - ^ L T it H ± ^ 4) « ffl T- 5 i: ^ ;t e» n 5 -b > ^ ^ ; u ;^ 4 -b > 

tzH). -tyV^ (defective interfering particle/EMBO J. ,10, 

3079-3085 ( 1 99 1 ) S 3l5 ® cDNA * -b > ^J'V -^7 ;i/ ;^ ^ - ^ y A © cDNA ^ H 

A-r5> cDNA. e^lfil^HRII-ScDNAia^^ i>* J^OTTRNAi? 'J ^ 7— h 

fco *^B^#6{iMlw. •b>y^'i7'f;b;^±&OcDNA<& ( + ) ^i: (-) t^®i^ 
#i:*ISlf#U ilflSf^T' ( + ) tl^fcti (-) mo-b>'Sf'^'^-(Jlxmk 3t)J^^ 
fiK^nSJ^^^r^;^^ KS^g^t. S¥^S^{::M■r?>cDNAg5^$«31LT^^5«I 

v^mtfco r^jilD*,. 5£®^mi*i'C-fe¥bfc-fe>^5'W'i;'f;u:^±fiRNA$mt*icz# 

AU. «IIS^¥«li»5gS^®cDNA*T7rD^-^-^iBT-elS¥^H*-^c«^s 
J.Virology, 68 8413-8417(1994)j (lIBi^^nTiJ mtm^^MLrMm^ 
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C:0*)CDtt. NP. P/C. L®3#©Sa®*^3itTV>So 
^ (J. Virol. 68, 8413-8417(1994)) *>f)B^f,*>T'^2>o i^oT. 00^ rifi^j* 

v^5:ii:&BMiiibfco h^>;^i;in.:/^JillSO{ttii^{i^3tftl-r-^D [Poltry 
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Sci., 65, 1445-1458(1986). Bio/Technology, 12,60-63(1994)] . M, F. HN jftfe 

h ^ > ;^ X - ^ jiM f*3 1:: ^ n 5 c: *s$?iif S o 

>ir>(t?^ )l7.izmt^m'^^mmtl>o ±>V^ '^-f JIT^Z^^^ (Viology.lOS, 
318-324(1981)) ^ Attl53847 K i 0 ^5-*mRNA7?fc5o 

^S^^?'JttJ£lK¥S^5^&ffll>fecDNAO^'D->3!pf>yi^^i^•r^^S (Nucleic Ac 
ids Research,ll ,7317-7330(1983). Nucleic Acids Research, 12,7965-7972(19 
84). Nucleic Acids Research, 14, 1545-1563(1986)) » '^y'ARNAIi (-) m-^iy 

tmmt^mjiOo ^yi^mifizi-}^tim^MtLxi±'ptf^<t'b. np. p/c 
. M. F. HN. L <D6mmifi^'bnxi^i>t^s z(Do*>vi?t?/cti(D3mifi^miz 

'i>g+^*B^T-fcSc:i:*J^3]e>nTiJ0 (Journal of Virology,68,8413-8417 
(1994)) . H. F. HNtt. JlT^m^^i^^mmt ^tz&)lZSW^^S^^X$>^Zt 

<7-(}V7.x&i>m'^it. ^wmmizmtt^mBiFmx'^M?. p/c. l ±xt. 

M. F, HNiSfe^©^■^t,RNA©fi^f:bO^$□{3Mt)SJt^E^I¥&«{3^SbT^^Si^ 
lia*{3. ® DNA{wtei:$n5cDNA. © ^cDNA^mrtT-fe^-T S^lw -i^S^SiRN 
AiK U 7< 7-4f SD- K-rSjgfe^^fetilSg^mi^lTcDNAJ: DlE^tfeRNA-?® 4) 

mzmt>^j&^^m. NP. p/c. L ;&-r-<Ti:. m. f. nmBi^oo-^iuoBm 

tj<Di^mizmt>^j&^^Uii.tzt^ii^zti^0^&B^^^- H UT^^ sr^;^ ^ 

(Dxmzmt>^j&Bi'mitm^mzmihtnx^^iz^Mt^:^t^ nmx&^o 
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NAe7'f;i.;^*s-b>^'r -t 'i7>r;u;^©M. F. HNitic 

{c^fi6fi«3t#A^nfci^. ^m^^)i7.izn\.x. m^miimm(Dmmm^^t 

o M. F, HNjt<E^O-5*)^i?<5'-'i7-r;i';^©RNA{3ibHNTfi}S:b<Z)^$n{cMt)53g 

tfc> *|gBJi#^,{i|il#^DRNA'i7'r;^;:^'^^'^-^3J3^^T> ^m^¥<&;i5to5c 

n^m]t^it^^(om^ifint>tix\^^fj:i^j^izfit^^ mm^^o^momw^^m 

i:^3it)^ l^^i:LTRNA«c?^t4RNA«ii0^y$WJfS.t^'5:^^J*. (-) H 

Mk'^p^fjix^i^i'-ommMt.XyxmftLtzo 
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(1) Bmti^^t^'^^co (-) mm^-()i7.iz^^t^mkt. mm^^t 

(2) ^^(Diu^^ )ixii^$^^mm (-) mm^-oiT.'c&^zt^^WLtt 

5(2) i3«®1t^«^x 

(3) ^^(om^^ )i7.tf-b>'ir-( }v:^'^^^zt^^mt.t^ (3) IBIS 

(4) -lr>^'f •^^;i';^RNA^fc(i-b>^^'i7'f ;i/:^cRNAS^tfRNAT-> M,F,HN M 
TV^SRNA. 

(5) (4) t^mcDMKh. -fe>y^'^;^;^;^ffi*®^^$^^55:^^H7>f;^^^ig 

(6) (4) mwi<oMA^M.mmp^^tzitm9&[^-cmwt^zt(D'c^mmdu 

5£^trDNA. 

(7) t«^<*:i^l3^^nSRNA3&Ji1.^t4ite^^#trCi:&^eiSci:t-5 (1) ~ 

(3) (5) ©v^-rn*»cf3«oifi^<*> 

(8) m^i4:f*l{r-^^nSRNA3t)i^3l5l4jgfc^^£^tf^i:&^eaci:-r5 (3) ^ 

fett (5) izmm<D^^i^. 

(9) ^1>Jfc14jte?*^trc:i:*1$^i:-rs (4) HiB«©RNA. 

(10) n*tt3afe^&^trci:>&^e»fc-rs (6) t^gBW^DNA. 

(11) mm^\^Mmm^mmt^m\^'^ts. (1)^(3). (5). 
(7) $fe{± (8) (D\.ytMizmm(om^i^tz^^timk<DummmM. 

(12) (1)~(3). (5)> (7) (8) OV>-rni&»{lBBIKO^S 



wo 97/16538 



13 



PCT/JP96AI3068 



(13) (1)~(3). (5)> (7) ^tzii (8) (D^^ttli^izmmom 

m^^i^tm-(D^(D^mm\.o^zt^^WLtt^ (i2) {ciB«©^± 

Zt^il^mtt^ (12) tfett (13) tlsBHO^ix 

(15) mwm^m-^:^ ^zt^n^mtt^ (i4) {IiB«©^±^ 

(16) mw^mx'&?>cit^^m.tt?> (14) i,zmm<D^^. 

(17) (3). (5) SActt (8) CDV^■rnA*{wiBttO«^^*:®. Ji^lfetw 

(2 0) 't>y>f }\^7.(Dm^i'y NPjifi^, p/cige^ijj:tjf litfE? ( 
#iife^H:l5I^(DM8l^«•r?>Jifc^T'S^^l^nT^^T*J;t^) ^i^fe<*±t3^ 

(2 1) -fe>y>r 'i7>f;i/;^©Mite^^. Fiifs^ jsitfflNiie^ (#iife?{±i^i 
^®^|g^&«■r5Ji^E^T'Mm^nT^^T*<t^^) ^^fei*±(3*-r5^i^ 

(2 2) •fe>y^'i7>f;P;^©Miifc^, Fitfe^, HNjtfe^, NPjtfe^, P/CiSfe 
^iJJ:t5Ljtfi^ (#3tfi^M:|Bl^©«lt6*Wt-5iie^T-g^^nTV>T*>J:VN 

(2 3) ^i.t^m^. iiitii3fi^-rs» mmmmi^tzitm^(Dmx'$>^ 

c:t^nWitt?> (17) - (2 2) (OV^-rn*{wHB«®^£. 
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(2 4) mmti^m%m-^;k^ztt:^mtt^ (2 3) c§b«©#±^ 
(25) m^tt^Mm'^&^zt^i^mtt^ (2 3) izt^mo^^. 

(2 6) a) (l)~(3). (5). (7) ^fctt (8) ©V^1'^^3!p{;l3«© 
«^«:t:^tn5RNA* U < tt^RNACcRNA. ^fctt^RNA*) b < tt^cRNA&^^fiR 

(2 7) a)(l)~(3). (5). (7) Sfett (8) ©^^■rn3!p{3I3«© 
^'^mz^^tiiWk'b b < {il^aNA®cRNA> $fe{iOTA*) b < (is^cRNA&^^jsK 

b) igRNA* b < (±^cRNA®«^{Ci2.^^diS5i^?¥. ^tzitmmmm^^^mLo 5^ 

c) ( 1 2 ) - ( 2 5 ) ©i^-rn>tp{iiB«®^± 

(2 8) a) (1) ~ (3) . (5) . (7) ^tzlt (8) ©^^-ri^*>CZiB«® 
b) (12) - (2 5) 0^^1•nA»{wlB«0^± 

(2 9) a) (3) . (5) Sfctt (8) 0<,>-rn*>(3fB«©1t^<*{3'^tnS 
RNA^ b < li^ENAOcRNA. ^fcttOTA*, b < ttlScRNAS^^fiRb^ h 

b)-b>^'f '>>r;i/:^©NP,p/c, LseH®-r-^T. *fcii^se:ss¥=&^^^b-5 
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(3 0) a) (3) ^ (5) Sfeli (8) (D\,^ttiif^l.zmm(D^^mz^1^ti^ 
RNA*) U < (i^RNAOcRNA. t fetts^RNA*) b < tts^cRNA^^^fig 2>^- «y h 
h)-b>^^^-()l7.(D}(P, P/C, LSeM®t-^T. **:(i^SaMi¥^4^fi£b 

c) ( 1 7 ) ~ ( 2 5 ) ©v^-ri^3!p{3HBtt®?S± 

(31) a) (3). (5) (8) 0V^-rn5!p(CIBtt©^t^<*: 
b) ( 1 7 ) ~ ( 2 5 ) (Di^ttiiyizimco^^ 

(32) ^±f*l{c. (2 6) a),b)iJJ:t5c){wia««>3«S«A-rsch{iJ:0 
> (l)-'(3). (5). (7) ^fett (8) ©V>-rnA*{Ii3«©1t^it:SM 

(3 3) (2 7) c)(IH3«©^il*lll. (27) a)iJ J;tJfb)(ci2«CDil#&^ 
Al-SCiitciO. (1)~(3). (5)^ (7) ^/itt (8) ©i>-rn*>{3 

(3 4) (2 8) a){3H3IEom^i*:S:x ( 2 8 ) b){zi3IE0^±(3^igS^-a-S 

(35) (2 9) a),b)iJJ:r;fc){cfB«©3^^^A-r5Cii:l3J:0 

. (3) . (5) ^feH: (8) ©V>-rn3!PtZi3«®«^<*:*l5[ji-rS:&^> 

(3 6) (3 0) c)K:HB«©#i{w. ( 3 0 ) a)^J:tJ^)ti3i80l^#?:?iA 
■rS3i:(cJ:D. (3). (5) (8) ©v^•rn*»twi3«©^^i*:^S!iJi 

(3 7) (3 1) a)(ii3«©^^<*:=&. (3 1) b){ci3«0?t±{C,^j^^-y-S 
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(3 8) MtCffil-rSiSfe^AJ^^Sfctt^^^btTV^SClfc^feil^afc-rS (9 

(3 9) H.F.HN izmMt^^B^ifit-<X^K^^rzit^i^itiyX\,^^:it^^ 
mtt^ (9) (;:iB«cDRNA^ 
(4 0) a) (3 8) (wiB«®RNA 

b) (2 0) iztmcomi. 

c) (1 9) {CgBtt®mi 

(4 1) (4 0) a){3HB«®RNA;£. (4 0) h)lz%m(Dm^lzmXt^Ztlz 

(42) {4 1) (o:^mz^t)m^i^ntzm^i^. 

(4 3) a) (3 9) tCaB«©RNA 

b) (2 2) iztmom^ 

c) (2 1) l3iBtt©^± 

(4 4) (4 3) a){wiB«®RNAe. ( 4 3 ) b)Ci3«©#i{3^A1-SC 
J:t)l§?>n5«^i*:&. (4 3) c)t3|B«©#±K:jSJIfe$-e-r^«^{*:<£ii*ib 

(4 5) (4 4) ©;&^{cJ:Dii?i$nfc^t^«:> *><fct;f 
(46) RNA«c#mNAlSi!t*iaS-r5lil^fiJ?fe^$t. (4 2). (4 5)O^^T 
nA>l3lB«Offi^<*:l3^^n5RNAO^^Ilg«iJ. 

(4 7) (7) i3«eoit^i*^^ms{c#Au. ^m\^tz^^\i^>^^^n^m 

(48) l&i**. €»*{z|l|-r Si6fe^®-5 *»> ( 7 ) HB«OlS^W3^*nS 
RNAlC43l^T^!:^DbTV^SJife^g|^^mbTV^2>«T•fcS^ (4 7) Um<09y 
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(4 9) (7) tEW.(D^^i^^m^izmxL. f&^m^tzii^mm^^f^t^c 

?&W■r5'>'f;^;^i:l^ll®iE^J*«^#bTv^:&^tn{^«i^«:^^o *f8flJ© (-) 

raiiyxoviridae)0-fe>^'f 'i7'i';i/;:^(Sendai virus)^ =^j.—ti 'if T.JlM^-O^:!^ 
(Newcastle disease virus)x iSlz^<fs>M'^^)l7.{Vbmps virus)x M^'tf-OV 
::^(Measles vi^us)^ RS'i7-<;ux (Respiratory syncytial virus)^ ^^'t' ^ 
(rinderpest vi^us)^ i/j:^x>>'^— •i''l';i';^(disteBper virus )x h ^.^ V 
'i7'f ;i/:^^(Orthonyxoviridae)cD'r >7;i/x>if«i7'f (Influenza virus) . 

h-'i7'r;i/;^f4(rhabdoviridae)©7lc?ii4PI*li)^'t'^;i/;^(Vesicular S). 31:^ 
i^'i?^';!/;^ (Rabies virns)mi^mf ^tihc 
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. NP. p/Cx L®^^■rn*»©^Ee^T•&^)^ ""^js^twiitosfife^j f 

«^<*:j {c^sns^K^fcbTai7f«>5o NP. P/C> L^D-KI-Siie 
tta^^^JfxtSo -fev^-r '^'f;^;^RNA{c*^^T{±^ rik^j (5'-agggt 

CAAAGT-3') i:R2iBJ?!J (5'-GT AAGAAAAA-3' ) i:®F^tls 6®{$» 
©JSSI&**-ri)iH?!JSIfA-r-2>Cli:*^SiSbV> (Journal of Virology, Vol. 67 
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,No.8,(1993)p.4822-4830) » ^m^^nXVrz9\^^^i&B^<omMmti. jSfe^ 

*^B^#(ict-:>T5t^^nfco :iii^(D^i^t^m(D-r^r(D (-) iirna'^^^';!/;^ 
M^fi£{::iafflT-^Si:{iKe>&oAJ. ffe© (-) tSRNA'i7^';u;^smtc|^.LT4) 

Rll6-r*$) S c i: liBJi f, A^T*«> So 

*^B^tI*StS rRNA©1tlSIS^^Jj hb-Ctt. RNA«c#ttRNA^tSS{*PIg1-5ll 
^pJT-fenJf. V^^p3fe5*,OT•^>^ifflRIt6T-^Di»^x fi^iJ^Ji. UM-tU> (Ribavi 
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B-»CCDaS) Xg*. Ell i:tT0!l5t-rSo 

El 3 {ipUC18/T7(-)HVJRz.DNAc?)«^S^-r^-ca?) So 

El 4 {iCV-im-v0SeVgpl2O©^^^©^F^ i:HAU©fa&yfgpl20cD^31M 

^$n5 4)®Ta:J&:v>o 

[USte^iJ 1 ] •tr>y-f e^-f ;i/y^fe¥^--;/ hpUC18/T7(-)HVJRz.DNA^ j:ypUCl 
8/T7(i)HVJRz.DNAg)<tM 

DNA. •J^lf'f Ajife^*c:(^Ji{3«1^1-SDNA*. pUClSr^;^ ^ Ktzif AUfcT" 
v;^^ KpUC18/T7(-)HVJRz.DNA^&ft^Uto tfc. T7 ^D^-^-. ( + )MAAi 
UW'i^ti^^^izWLs\r^tLtz±>V-( }i7.cdMs U^-lf^' Ajgfi^«:c:01i 
K:{*i^f SDNA^. pUC187'7:7^ hncJfAbfer^:^^ KpUC18/T7(+)HVJRz.DNA 
^im^tzo pUC18/T7(-)HVJRz.DNAiJj:t5pUC18/T7(+)HVJRz.DNACD«l^^0 2 i3 
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imMm2l cDNA» ^ CD-fe > '^7 ^ ;i/XS«lBjt^B^ 

Ba:&2,000.000f@i:MEMigti(MEM +FBS 10%) 2mli:^»U^ CO. 5%, 37'C0llf^ 
T-e24I^P^^IIbfeo ^mm^^m^. l■l(3!)PBS*ffl^^T^5fe#bfe^^ ^fi!^ 
(moi/fflultiplicity of infection) tl^2 ttJ^^Xoizmmi^tz. TT^KUp* 
^ — If S^iat" i>Mgl^ "7 ^ ^7 VTF7-340. 1id1<0PBSIz!S?S Lfe ^ <D 
*»bfco 15^St:'i7^';i/^^«3!)*^m::v>^t)fcSJ:-5ti/i'-U*lSe)U 
m^0iS5^*ffofeo •i7'r;i/^^^S$|555*Ls lnlOPBS*ffll,>TiJfe#l/fco Z<D 

. pGEM-L, pGEM-P/C, pGEM-NP $:^$f) :&l.5inl01t>rU >i^^J.-7^(i: i: l?> 
HBS(Hepes buffered saline; 20jnM Hepes pH7.4, ISOniM NaCl)$iDX.T^M*0. 
ImUzLtzo (-)^fctt(+)cDNAIi. r^T.^ KpUC18/T7(-)HVJRz.DNAS fe 

(ipUC18/T7(+)HVJRz.DNA"?04)CD§^NUs /CliHtfiO^ /Lli^iJISgl^MluKC 
ct D iiflfb L ,« # A L T I N S C ^ f o 

fIfeT?, :K';;^5"U>^J--7'©4'T'. HBS 0.07ml, DOTAP('^- U >m 
'T Al±S^)0.03ml^^-&tx mmmm^Z(D^^V7.'f-U>^:L-yiZ^Vtzo CO 
10^l^gb;to Cint. (2nl MEM +FBS 10%) ^»Lfco 

^e>{3Z.(Z)4'tw7^f--r6-f;i/;^©PIS?PJtfe5 'J 7T>h:i/> (Rifampicin 
) h S/>r7 KC (Cytosin arabinoside C/Ara C) ^gSliilg**^ 
n^nClmg/nl, 0.04aig/inli:3&:5J:'5tC^AnUfc6 ZtHz^t). cWmWi^'^ts 

mU(Oi>^^'-V^40mmC0^ 5%, 37*C©lfe{*t=TT-lgilLfco 7>'t-:1fU;^T> 
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^0«M*^l^t-^^bfciffll!a*!^i:^d:SJ:^^IPBST•^f&«RU 0.5ml mULtzm 
*35*C72i$F^ig#^ 4 (wi^ U T - Bfeg I ^ o c: ©§P® 55STt ^ -^7 -'I' i: t 

^i^Ltz^^ )\^y^Wi<0W3 (hemiaglutinin mit)t. PFU(plaque forming uni 
HAU©«iJ^H:iaT©J;-5{-ff«tofc„ iS©ifa?«>S:. 400x g.lO^Q-r^iSiC^U ±iS 

SJtTfeo asttjs=&x ttjS©ioof^g©PBS(-)-eMU^ c:ns^e»jc400x g, 
lo^F^ii'C^u. ±m^i^xtzo zcDtm'?^^ 'biz2\s\. j^Dj^u o.i%«^ 

)ixmm(Dfh^m(oM\^^i>(0(D^^^^, imt lxth ltzo 

iw <t D i0f^^-:5 u -i? MO. 1ml -r n^ncz) -v- - -r 1/ - 

xMEMi:2%li5^*55»C-e?g-ff^t)-&x ^ e»tzg)J^igJg0.0075mg/ali:>5cS 13 h 
•C3BS<^?abfco 0.2ml©0.1%7xy-;i/U';' h*^iPX.x 37'C 3I1#F^^ ULtz 
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K:j^JS)5:S^=^6DcDNA"rfe5pGEM-U pGEM-P/C43J:VpGEM-NPOg. >r>=^ri^-i' 

aymm. nmizmmi^tzmm^. hau. pfu ^^n^n^^Ofeo 

^1 



f55!cD^'A 




pGEM- 
Uug) 


pGEM- 
P/C(ug) 


pGEM- 
NP(ug) 


mm (W) 


ansa 




PFU 


(+)cDNA/C 


10 




2 


4 


40 


1.00X10^ 


512 


2X10^ 


(^)cDNA/C 


10 


4 


2 


4 


40 


1. 00X10^ 


256. 


9X10* 


i+)cDNAJC 


10 


4 


2 


4 


40 


1.00X10^ 


256 


9X10^ 


(+)cDNA/L 


10 




2 


4 


40 


1.00X10^ 


<2 


<10 




10 




2 


4 


40 


1.00X10^ 


<2 


<I0 


(+)CDNAA- 


10 




2 


4 


40 


1.00X10^ 


<2 


<I0 


(.)cDNA/L 


10 




2 


4 


40 


1.00X10"^ 


<2 


<I0 


(.)cDNA/L 


10 




2 


4 


40 


1.00X1 0^ 


<2 


<10 


(-)cDNA/L 


10 




2 


4 


40 


1.00X10^ 


<2 


<10 


(-)cDNA/C 


10 




2 


4 


40 


1.00X10^ 


<2 


<10 


(-)cDNA/C 


10 




2 


4 


40 


1. 00X10^ 


<2 


<10 


(-)cDNA/C 


10 




2 


4 


40 


1.00X10^ 


4 


8X10^ 



60%oi/ 3 mw^mm>z^X'mm i2.5%sDs-PAGET-iK an^'7>ziL \.tztz^ 
L, p/c, ^?^mMt^7''yy^^\'i^~^t^iz>£^m'i^oi>^m^^m^t^^7 

ofeo 7??i{illi!gfl«J2i:«T'$>S;Jp\ HMC'jaT-JicDNAiih^^lz. pGEM-L, pG 
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EM-P/C, pGEM-NP(D3#^«l^]{C^Atfe©H^bx -A^nWiX'lt. pGEM-L. pGE 
M-P/C, pGEM-NP®^ t>(D^1^0 2m^tzit--^(D^^cMkt}li>izmMf^izmX 

'i:'g5&:H9'©cDNAT-*>2>pGEM-U pGEM-P/CiJcl;t^•pGEM-NP®M^ ^>=^JL^-i/3 

>i^paiix mmi^imiytzmmns hau. pfu &-en^i^^^ufco 

a2 







pGEM-L 


uGEM-P/C 


dGEM-NP 






HAU 


PFU 


(-(-)cDNA/C 


10 


4 


2 




40 


1.00X10^ 


256 


6X10^ 


C+)cDNA/C 


JO 


4 


2 


4 


40 


1.00X10** 


512 


4X10^ 


(-►)cDNA/C 


10 


0 


2 




40 


1.00X10^ 


<2 


<10 


(♦)cDNA/C 


10 


0 


2 




40 


1. 00X10^ 


<2 


<I0 


(4-)cDNA/C 


10 


4 


0 




40 


J.OOXIO** 


<2 


<10 


(■»-)cDNA/C 


10 


4 


0 




40 


1. 00X10^ 


<2 


<10 


(+>cDNA/C 


10 


4 


2 


0 


40 


1. 00X10^ 


<2 


<10 


(+)cDNA/C 


10 


4 


2 


0 


40 


1.00X10^ 


<2 


<I0 


(+)cDNA/C 


10 


0 


0 


4 


40 


LOOXIO** 


<2 


<10 


(+)cDNA/C 


10 


0 


0 


4 


40 


1.00X10^ 


<2 


<I0 


(-»-)cDNA/C 


10 


0 


2 


0 


40 


1. OCX 10^ 


<2 


<]0 


(■»-)cDNA/C. 


10 


0 


2 


0 


40 


1. 00X10^ 


<2 


<10 


(•f)cDNA/C 


10 


4 


0 


0 


40 


1.00X10^ 


<2 


<to 


(+)cDNA/C 


10 


4 


0 


0 


40 


1.00X10^ 


<2 


<10 
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{ccDNA^£in vitroTlG^?bfc0tJ> ■r'5:t>*>vRNA iiXU cMk'^'bmmoztt^ 

■t>'$r^ ^'<}\^7.mM-:^=-'y hpUC18/T7(-)HVJRz.DNA*>J;WC18/T7(+)HVJRz 

—tf (EPICENTRE TECHNOLOGIES: Ampliscribe T7 Transcription Kit){3J:2)in v 
itro RNA-^fiK^ffofeo in vitro RNA^fi)c®:^i£li=5r «;/ h07*D Y^Mz'iit-otz 



^3 





^ft (.Hi) 


pGEM-L(us) 


pGEM-P/C(ug) 


pGEM'NPCus) 






HAU 


PFU 


in vitro(-)RNA 


to 


4 


2 


4 


40 


l.OOE-i-06 


512 


2X10^ 


in viiro(-)RNA 


10 


4 


2 


4 


40 


1.00E-f06 


512 


ND 


in viiro(+)RNA 


10 


4 


2 


4 


40 


I.OOE^OO 


2 


5X10^ 


in vliro(+)RNA 


10 


4 


2 


4 


40 


|.00E'f06 


<2 


ND 



(1) ^'l-^jfie^ (Hiv-1 gpi20jEfi^) ASMA^nfe-b>^v e^-f ;u;^^^:7^ 
- rpsevgpizoj <om^ 

^ V- a (5' -TGCGGCCGCCGTACGGTGGCAATGAGTGAAGGAGAAGT-3' ) {UVm^ 
: 1 ) ZZcU^r^-f T-d (5'-TTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTVTTACTACGGC 
GTACGTCATCTHTTTCTCTCTGC-S' ) (iB?'J#^ : 2 ) SfflV\ rpNl432j ±®HIV-1 
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{bL> CtLmotlX-m^Ltz rpSeV18*j {CjfAbfeo ^^V>T\ CLtl^lXoUKB 
nUnkL. E.ColiO#3D:i-®DNA4 TMiniprepj ffiT-iftmt. DrallU^^bf^m 

^nfcs gpl2O0}fA^n/5:pSeV18:^S rpSeVgpl20j iiStSo 
(2) pSeVgpl20$(Si^-r5-lr>^'^ -^-T;!/;^ (SeVgpl20) ©ll«B£St>'gpl20© 

LLCMKZmiCpGEM NP, P,L0ft!l{w. ^ ^tc:pSeVgpl20*?|AUfcW^ttx %m,m 

t^rt (ELISA) S^Tofco HAUcD«{i. «<?<J 2 ^:[R]t«075^£T•^Tofce 

fc96'j7x;i/ri/--MCl00x/l©5S*4^»bs 37"CT-60^SJE&^-l*-/:o PBSTM* 
100//lOHRPJe^mHIV-mi*:*i^J!inU. 37'CT-60^Sit&^-ti-fco Clia^rPBST- 

SB?t4lfef4^Tx 450niD®i!S)tg[T'^m-rsc:i:tcJ: »)gpl20O^mfiiS:31'I^L/io 
d ® !ig H S ^ 4 2fe t ^ t" o 

^tz. nhfitztP-oi^Tsmit. cv-i«(i^^^-&. [5]ii®t^^i^'£tf oto cv 

PBS(-)-ri5t^U ^^^aj^lOT!-t7^';u:;^M&»U ^ST* 1 n#P^^*fe^-a-fc 
o )V7.W,^mxm{-)-t:^n\^. plainMEMigtt (MEMtgJfetim^i^lSAraC.Ri 

> :^jfesis]iubx "hauo«!I^ {m.mm2tnmoyi5m) zit5gpi2o^3so«^s^ (el 

ISA) <fefTofeo Z.<D^Wi^UA^^\Zmfo CV-iaDlia©ig«±ii*M^ 
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m (ELISA) mm^^4:^tZ7j<to 





CV-I 




gpl20(HAU) 


fipl2U(IiAU) 


gpl20(llAU) 


0.10( 4) 


3.46(128) 




0.15P2) 


L8U128) 


136.1.21(512,512) 


0.05(32) 


2.20(128) 





^4 3!pf)qse>3&»'&jJ:^{w. CV-mM-ii^izM^MgplZQi^^PM^ti (B.^^) 

^?){Cx ^m(0%M^tf:!^7.^yyu=r^y^'^{Z^'OM^\\^t^o SeVgplZO^: 
l^lfc^-e-fcCV-im©Jgtl!l^£20,O00rpinT*in5Rgii't»b> -i^^^l/^^^rttlS^-^s 
0±f§^TCA (10%(v/v). 7X±T-15^) t (-20'C) T'M 

Ls 15,0OOrpmT'15^ii/C^L. fttP^^LfeSfiK^ rSDS-PAGE Sample bufferj (jJ5 

^})iTK h'y;umm»j (SDS-PAGE) ^ffofco mr^. m^n^?mm im- 

o $e)t3. HRPi^^T-Dx-f >A (TTSz-^'A^t) S^tar-lMSJi&^i^s T-TBS 
T*i5fef^bfco ZtiiZA-'^uTa-l-i-7 h—)V (4CNPlus) (^--fb^) S»l/> 
gpl20i&fil^{±5bfco C©^^x M^n'2)gpl20®^?fiO{41tc;'?> h-^'^<fetb^ 

$ e> {3. CV-lM^CD SeVgpl20fiDlS;MJ^OB$Pcg i:HAU0ffiZit5gpl2O©|63ElS ^ 
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f^SK10T-SeVgpl20*!S5^^'&^ •^©^30,43,53,70I^^@{ilinl<DJgi&*lsliRl/ 

^ mmcDrmi^Mtm-^i^x.. haucd?i!ij^. gpm^^mom^ (elisa) ^^u^:^:. 

m(omi (ELISA) srff-^fco c:©l^m&^5{3^^•re 

us 



1 iWJKiiS? 




11 A U 




CV-l 


96 


32 


2.5 j 


1 LLCMK2 


48 


16 


0.5 1 


aio 


55 


4 


0.46 


NIH3T3 


48 


4 


0.25 


MT4 


24 


16 


0.8 


M0LT4' 


24 


16 


1.2 



'<ii7^-}^Affl^D;i^i'7x7-«iE^^&M-ri)fc«)x T-^-fT- (5'-AAG 
CGGCCGCCAAAGTTCACGATGGAAGAC-3'(30mer)) (iE3»I#-^ : 3) StJ^T'^'f^- (5 
'-TGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGATTATTACAATTTGGACTTTCCGCCC- 
3'(69iner)) (E^iJS^ : 4) m^tLX rpHvluciRT4j Sfl^V^T. ^.i^^ 
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w^x^tco mmoLxomA^m^^^. }^m{-mwm^. riysisbuf 

f erj (Picagene WACO) 25// 1 J: < » UT ^ ^ 15000rpmT-2^F^iiit* 

Ufco ^0!>±?i*5>al^^liU (lATRON) 50/zl^»U SB-i? x^UT*!/- 
hCAn, (Luminous CT-9000D,DIA-IATRON) -^m,miJ^^m^ 

Ltzo rSttttx CPS (counts per second) T^bfco CO^^. ^^^24n§F^i 

41© rseVj T^^UT^)^) o ll{c{±2^D->®t<5titJ,^m^^>bfco 

1^6 



•ii'c it Si: lit (counts/10 sec) 






cv-1 (a«issm 24B.ifPJ]Ei) 


Luc/ScV 
ScV 


669187 
2891560 
69 
23 


R707fi15 

48 

49 





rfe}§±; SWT -51^/^05 (-) OTA'i''r;i/;^l::Eti*-rSRNAhx 
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mm^ : 1 

TGCGGCCGCC GTACGGTGGC AATGAGTGAA GGAGAAGT 38 

iB9!J#-t : 2 
iE9»J©:^^ : 6 9 

mnom : -fe^ 
mi 

TTGCGGCCGC GATGAACTTT CACCCTAAGT TTTTVTTACT ACGGCGTACG TCATCTTTTT 60 
TCTCTCTGC 69 

mm^ : 3 

mno^i^ : 3 0 

mnom : mm 
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AAGCGGCCGC CAAAGTTCAC GATGGAAGAC 31 

m.mm^ : 4 

IB^ijCDg^ : 6 9 

un(Dm : mm 
mm 

TGCGGCCGCG ATGAACTTTC ACCCTAAGTT TnCTTACTA CGGATTATTA CAATTTGGAC 60 
TTTCCGCCC 69 
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4. 'i7'r;u;^RNA^fe{i-fe>y>l' •>'1';i':^cRNA?S:#tfRNAT-x M.F.HN Hfi 

V>&RNAo 

mmu^ t ^ ^tr^^it^T- ^ mm^mm i: rna s '#m^n6 ^ ^ i- s ^^'^eJS:^ ^^io 
6 . m^<o$&m 4 iB«©RNA^^g^gi^$ ii«i*iT!ic^5-r 5 c iioT* # ?>mm 

DNA^&^tfDNAo 

7 . ^^^i*[^{c^tnSRNA*J^I^3!5i4it{Ei^^^tf c i:4!f§Sai:-r 2»ail^}cO$5lll 1 
- 3 * 5 ® V > -rn** iIIB«OlS^«:c 

8 . 1t^<*:f*|{::^*nSRNA**^^3l5t4iSfe^ S^tf C i: &4$gS[i:-r 5a|j!fc©$Sll 3 

9 . ^*t4«e? S^tr Zh^^Witt SH^O^SI 4 tzIBit^RNA 

1 0. 3^3l5tt3Sfe^^*^ttc:i:*i|$?ai:-r5il*©IEia6{rlBiEODNAo 

1 1. um^m^mm.^mmt^m\^^ti. h^oiehi-s. 5. 7^^:: 

t± 8 ©Vjrn^^CiBieo^^^titw^^ nSRNAO^OTg^PJo 

1 2. llAfe©«5Hl~3. 5. 7*^c{i8©^^■ri^*^{3lEi^®1t^^*:3!)*e^iU^ 
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14. iiti<D$fl^tfc(iilitioiPT'^Sc:^ 

1 5. ifri^A*inl?LJST*«)5c:i:^i^S5(i:r58lAlc©lBHl 4lclB«©?iio 
17. lt^©ieH3^ 5Sfc(i8OV>-rn3tP(ciBie0^g^<*<^. ^^Bgt^KiDS 

1 9. ■t>v-( jiT.omini'^tzmmomi&^^tzmB^^m^i^^i:: 

2 2. •t>^^''^>r;i/:^OMiSfi^, Figfe^, HNite^^, NPiife^^. P/Cii1£^i3 
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NEGATIVE STRAND RNA VIRAL VECTOR HAVING 

AUTONOMOUS REPLICATION CAPABILITY 

Field of the Invention 

The present invention relates to a viral vector for the gene therapy. More 
specifically, this invention relates to a negative strand RNA viral vector. 

Background of the Invention 

As to the gene therapy for humans and animals, therapeutic effectiveness 
and safety are very important factors. Especially, therapy performed by using "viral 
vector" expressing a foreign gene of concern which is obtained by gene 
recombination of the viral genome and the foreign gene needs to be very 
cautiously carried out, when such undeniable possibilities exist as that the 
recombinant virus may be inserted to unspecified sites of chromosomal DNA, that 
the recombinant virus and pathogenic virus may be released to the natural 
environment, and that the expression level of gene transfected into cells cannot be 
controlled, or the like, even though its therapeutic effectiveness is recognized. 

These days, a great number of gene therapies using recombinant viruses are 
performed, and many clinical protocols of gene therapy are proposed. 
Characteristics of these recombinant viral vectors largely depend on those of the 
viruses from which said vectors are derived. 

The basic principle of viral vector is a method for transferring the desired 
gene into targeted cells by utilizing the viral infectivity. By "infectivity" in this 
specification is meant the "capability of a virus to transfer its nucleic acid, etc. into 
cells through its adhesiveness to cells and penetrating capability into cells via 
various mechanisms including fusion of the viral membrane and host cellular 
membrane". With the surface of recombinant viral vectors genetically manipulated 
to insert a desired gene are associated the nucleocapsid and envelope proteins, 
etc. which are derived from the parental virus and confer infectivity on the 
recombinant virus. These proteins enable the transfer of the enclosed recombinant 
gene into cells. Such recombinant viral vectors can be used for the purpose of not 
only gene therapy, but also production of cells expressing a desired gene as well 
as transgenic animals. 

Viral vectors are classified into three classes comprising the retroviral vector, 
DNA viral vector and RNA viral vector. 

These days, the vectors most frequently used in gene therapy are retroviral 
vectors derived from retroviruses. Retroviruses replicate through the following 
processes. First, upon penetration into cells, they generate complementary DNAs 
(cDNAs) using their own reverse transcriptase as at least part of catalysts and their 
own RNA templates. After several steps, said cDNAs are incorporated into host 
chromosomal DNAs, becoming the proviruses. Proviruses are transcribed by the 
DNA-dependent RNA polymerase derived from the host, generating viral RNAs, 
which is packaged by the gene products (proteins) translated from the RNAs. The 
RNAs and proteins finally assemble to form mature virus particles. 

In general, retroviral vectors used in gene therapy, etc. are capable of 
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carrying out processes up to provirus generation. However, they are deficient 
viruses deprived of genes necessary for their packaging of the progeny genome 
RNA so that they do not form viral particles from provirus. Retroviruses are 
exemplified by, for example, mouse leukemia virus, feline leukemia virus, baboon 
type C oncovirus, human immunodeficiency virus, adult T cell leukemia virus, etc. 
Furthermore, recombinant retroviral vectors hitherto reported include those derived 
from mouse leukemia virus [see Virology, 65, 1202 (1991), Biotechniques, 9, 980 
(1989), Nucleic Acids Research, 18, 3587 (1990), Molecular and Cellular Biology, 
7, 887 (1987), Proceedings of National Academy of Sciences of United States of 
America, 90, 3539 (1993), Proceedings of National Academy of Sciences of United 
States of America, 86, 3519 (1989), etc.] and those derived from human 
immunodeficiency virus [see Journal of Clinical Investigation, 88, 1043 (1991)], etc. 

Retroviral vectors are produced aiming at efficiently inserting a desired 
specific DNA into the cellular chromosomal DNA. However, since the insertion 
position of the DNA is unpredictable, there is undeniable possibilities such as the 
damage of normal genes, activation of oncogene and excessive or suppressive 
expression of desired gene, depending the position of insertion. In order to solve 
these problems, a transient expression system using DNA viral vectors which can 
be used as extrachromosomal genes has been developed. 

DNA viral vectors are derived from DNA viruses, having DNA as genetic 
information within viral particles. Replication of said DNA is carried out by 
repeating the process of generating complementary DNA strand using DNA- 
dependent DNA replicase derived from host as at least one of catalysts with its 
own DNA as template. The actual gene therapy using adenoviral vector, a DNA 
viral vector usable as extrachromosomal gene, is exemplified by the article in 
[Nature Genetics, 3, 1-2 (1993)]. However, since, in the case of DNA viral vectors, 
the occurrence of their undesirable recombination with chromosomal DNA within 
nucleus is also highly possible, they should be very carefully applied as vectors for 
gene therapy. 

Recently. RNA viral vectors based on RNA viruses have been developed as 
conceivably more safer vectors than DNA and retroviral vectors described above. 
RNA viruses replicate by repeating the processes for generating complementary 
strands using their own RNA-dependent RNA replicase as the catalyst with their 
own RNA as template. 

The genome RNA of positive strand RNA viruses have dual functions as the 
messenger RNA (hereafter simply called mRNA), which generate proteins, 
depending on the translational functions of host cells, necessary for the replication 
and viral particle formation and as the template for genome replication. In other 
words, the genome RNA itself of positive strand RNA viruses has a disseminative 
capability. In the present specification, by "disseminative capability" is meant "the 
capability to form infectious particles or their equivalent complexes and 
disseminate them to other cells following the transfer of nucleic acid into host cells 
by infection or artificial techniques and the intracellular replication of said nucleic 
acid". Sindbis virus classified to positive strand RNA viruses and Sendai virus 
classified to negative strand RNA viruses have both infectivity and disseminative 
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capability. Adeno-satellite virus classified in Parboviruses is infectious but not 
disseminative (mixed infection with adenovirus is required for the formation of viral 
particles.). Furthermore, the positive strand RNA derived from Sindbis virus which 
is artificially transcribed in vitro \s disseminative (forming infectious viral particles 
when transfected into cells), but neither positive nor negative RNA strands of 
Sendai virus artificially transcribed in vitro is disseminative, generating no infectious 
viral particles when transfected into cells. 

In view of the advantage that the genome RNA functions as mRNA at the 
same time, the development of RNA viral vectors derived from positive strand RNA 
viruses preceded [see BiorTechnology, 11, 916-920 (1993), Nucleic Acids 
Research, 23, 1495-1501 (1995), Human Gene Therapy. 6. 1161-1167 (1995), 
Methods in Cell Biology, 43, 43-53 (1994). Methods in Cell Biology, 43, 55-78 
(1994)]. For example, RNA viral vectors derived from Semliki forest virus (SFV) 
[Bio/Technology, 11, 916-920 (1993)] and Sindbis virus are basically of the RNA 
structure wherein the structural protein gene regions related to the viral structure 
are deleted, and a group of genes encoding proteins necessary for viral 
transcription and replication are retained with a desired foreign gene being linked 
downstream of the transcription promoter. Direct transfer of such recombinant 
RNA or cDNA which can transcribe said RNA [Nucleic Acids Research, 23, 1495- 
1501 (1995)] into cells by microinjection, etc. allows autonomous replication of 
RNA vectors containing the foreign gene, and the transcription of foreign gene 
inserted downstream of the transcription promoter, resulting in the expression of 
the desired products from the foreign gene within cells. Furthennore, the present 
inventors succeeded in forming an infectious but not disseminative complex by the 
co-presence of cDNA unit (helper) for expressing the viral structural gene and that 
for expressing said RNA vector in the packaging cells. 

Positive strand RNA viral vectors are expected to be useful as RNA vectors 
with autonomous replicating capability, but their use as vectors for gene therapy 
poses the following problems. 

1. Since they are of the icosohedral structure, the size of foreign gene allowed 
to be inserted is limited to 3,700 nucleotides at most. 

2. Until nucleic acids are released from the packaged complex into the cell 
and replicated, as many as five processes are required, including cellular adhesion, 
endocytosis, membrane fusion, decapsidation and translation of replication 
enzymes. 

3. A possible formation of disseminative viral particles even in a minute 
quantity during packaging cannot be denied. Especially, even with attenuated viral 
particles, the inside RNA itself has disseminative potency and may belatedly be 
amplified, making it difficult to check. 

4. Since these vectors are derived from viruses transmitted to animals by 
insects such as mosquitoes, when animals and humans to which such vector 
genes are transferred and are mix-infected with wild type viruses, disseminative 
recombinants may be formed, possibly further creating a risk of said recombinants 
being scattered to the naturial environment by insects. 
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Such problems described above are conceived to be basically overcome if 
RNA viral vectors derived from negative strand RNA viruses are constructed. That 
is, since negative strand RNA viruses do not have the capsid of icosohedral 
structure but have a helical nucleocapsid, and also since the envelope size of 
particles is known to vary depending on the inside RNA content, they are supposed 
to be much less restricted, compared with positive strand RNA viruses, with 
respect to the size of foreign genes to be inserted when used as RNA viral vectors. 
Further, since a group of proteins required for transcription and replication are 
packaged into particles, only two processes are required, including cellular 
adhesion and membrane fusion, until nucleic acids are replicated. Furthermore, 
viral RNA alone is not disseminative. In addition, most of negative strand RNA 
viruses are not transmitted by insects. 

In spite of many advantages of negative strand RNA viruses which may be 
used as the source of industrially useful viral vectors, no negative strand RNA 
vectors applicable for gene therapy has become available until now. This is 
probably due to tremendous difficulties in re-constituting viral particles via viral 
cDNA. Since the gene manipulation on the DNA level is required to insert foreign 
genes into vectors, so far as viral particles are not reconstructed from viral cDNA 
with a foreign gene inserted, it is difficult to use negative strand RNA viruses as a 
vector. "Reconstruction of viral particles" refers to the formation of the original 
virus or a recombinant virus in vitro or intracellularly from artificially prepared cDNA 
encoding the viral RNA genome. 

As described above, it has been clearly demonstrated that, even if the viral 
RNA (vRNA) of negative strand RNA viruses or its complementary strand RNA 
(cRNA; complementary RNA) alone is transferred into cells, no progeny virus can 
be generated. This is a definitely different point from the case of positive strand 
RNA viruses, whose RNA can initiate viral life cycle and generate progeny viruses, 
when transfen-ed into cells. Although, in JP-A-Hei 4-21 1377, "methods for 
preparing cDNA corresponding to a nonsegmented negative strand RNA viral 
genome and infectious negative strand RNA virus" are described for measles virus, 
a paramyxovirus, the entire experiments of said document described in "EMBO. J., 
9, 379-384 (1990)" were later proved to be not reproducible, so that the authors 
themselves had to withdrew all the article contents [ref EMBO. J., 10, 3558 
(1991)]. Therefore, it is obvious that techniques described in JP-A-Hei 4-21 1377 
for another paramyxovirus, Sendai virus, do not correspond to the related art of the 
present invention. 

With regard to the reconstitution system for negative strand RNA viruses, 
there are reports on influenza virus [Annu. Rev. Microbiol., 47, 765-790 (1993); 
Curr. Opin. Genet. Dev., 2, 77-81 (1992)]. Influenza virus is an eight-segmented 
negative strand RNA virus. According to these literatures, a foreign gene was first 
inserted to a cDNA corresponding to one of said segments, and the RNA 
transcribed from the cDNAs is assembled with the virus-derived NP protein and 
RNA polymerase proteins to form an RNP. Then, cells are transfected with this 
RNP and superinfected with an appropriate intact influenza virus. A reassortant 
virus emerges, in which the corresponding segment is replaced with the 
engineered segment, which can be selected under apporopriate pressures. Several 
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years later, virus-reconstitution entirely from cDNA of nonsegmented negative 
strand RNA virus was reported with rabies virus belonging to rhabdoviruses [EMBO 
J. 13,4195-4202(1994)]. 

However, it has been difficult to use these virus reconstitution techniques as 
s;uch for constructing vectors for gene therapy because of the following problems. 

1 . Reconstituted viruses were identified only by the expression of marker 
gene, RT-PCR, etc. No reconstitution system for the production of vector viruses 
in a satisfactory yield has been established. 

2. Differing from the case of positive strand RNA viruses, in order to form 
complexes with infectivity but deficient in disseminative potency as vectors for gene 
therapy, it is necessary to enclose factors required for primary transcription and 
replication within the complex. No technique for amplifying these complexes in a 
large scale has been established. 

3. For the purpose of intracellularly providing factors necessary for viral 
reconstitution, cells to which cDNAs are introduced are mix-^infected with helper 
viruses such as recombinant vaccinia virus, etc. to allow transcription of the 
plasmids supplying those viral protein factors in trans. It is not easy to separate 
these natural type viruses from the recomstituted viruses. 

Furthermore, as one problem with regard to RNA viral vectors in general, it is 
conceivably necessary to beforehand provide inhibitors for replication of RNA viral 
vectors which have no effects on host's replication and transcription, providing for 
the case where RNA replicated and transcribed in large amounts exerts 
undesirable effects on treated humans and animals. However, no such inhibitors 
have been developed. 

Summary of the Invention 

Objects of the present invention are to develop negative strand RNA viral 
vectors for practical use, methods for efficiently preparing said vectors, and 
inhibitors for the replication of said vectors. 

The present inventors first attempted to reconstitute Sendai virus from nucleic 
acids of said virus which is a typical nonsegmented, negative strand RNA virus, 
and conceived to be industrially most useful as a vector from the viewpoints of 
safety and convenience. First, in order to apply to the reconstitution test, various 
investigations were performed using cDNA encoding a Sendai virus minigenome 
as experimental materials. A cDNA plasmid was constructed so that the Sendai 
virus protein coding region of about 14 kb is replaced with a reporter luciferase 
gene and this construct is flanked by T7 promoter and hepatitis delta virus 
ribozyme gene. As a result, the inventors found efficient conditions regarding 
weight ratios among materials to be transferred into host cells, including 
minigenome cDNA, cDNAs encoding the nucleocapsid protein (N), the large 
protein (L), and the phosphoprotein (P), and minimizing cytotoxicity induced by the 
recombinant vaccinia virus to provide the T7RNA polymerase. The N protein 
encapsidate the naked viral RNA to form the RNP, which is now active as the 
template for both viral mRNA synthesis and viral replication. Furthermore, the 
present inventors obtained full-length cDNAs corresponding to both positive and 



5 



negative strands, constructed plasmids for inducing the intracellular biosynthesis of 
either positive strand RNA (antigenome or cRNA) or negative strand RNA (genome 
or vRNA) of Sendai virus, and transferred said plasmids into host cells wherein N, 
P, and L proteins from the respective cotransfected plasmids were expressed. As 
a result, the inventors first succeeded In re-constructing Sendai virus particles. from 
cDNAs derived thereof. 

That is, the present invention comprises the fotlowings. 

1. A complex comprising an RNA molecule derived from a specific 
disseminative negative strand RNA virus and viral structural components 
containing no nucleic acids, having the infectivity and autonomous RNA replicating 
capability, but deficient in the disseminative capability. 

2. The complex of description 1, wherein said specific RNA virus is a negative 
strand RNA virus having non-segmented genome. 

3. The complex of description 2, wherein said specific RNA vims is Sendai 

virus. 

4. An RNA molecule comprising Sendai viral RNA (vRNA) or its 
complementary RNA (cRNA), wherein said RNA molecule is defective in that at 
least one or more than one gene coding for each of the M, F and HN proteins are 
deleted or inactivated. 

5. A complex comprising the RNA of description 4 and viral structural 
components containing no nucleic acids derived from Sendai virus, having the 
infectivity and autonomous RNA replicating capability, but deficient in the 
disseminative capability. 

6. A DNA molecule comprising a template DNA transcribable to the RNA 
molecule of description 4 in vitro or intracellularly. 

7. The complex of any one of descriptions 1-3 or 5, wherein the RNA 
molecule contained in said complex comprises a foreign gene. 

8. The complex of descriptions 3 or 5, wherein the RNA molecule contained in 
said complex comprises a foreign gene. 

9. The RNA molecule of description 4 comprising a foreign gene. 

10. The DNA molecule of description 6 comprising a foreign gene. 

1 1 . An inhibitor for RNA replication contained in the complex of any one of 
descriptions 1-3, 5, 7 or 8 comprising an inhibitory drug for the RNA-dependent 
RNA replication. 

12. A host whereto the complex of any one of descriptions 1-3. 5. 7 or 8 can 
disseminate. 

13. The host of description 12 comprising a group of genes related to the 
infectivity of the complex of any one of descriptions 1-3, 5, 7 or 8 on its 
chromosomes, and capable of replicating the same copies of said complex when 
infected with it. 

14. The host of descriptions 12 or 13, wherein said host is animals, or cells, 
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tissues, or embryonated eggs derived from it. 

15. The liost of description 14 wherein said animal is mammalian. 

16. The host of description 14 wherein said animal is avian. 

17. A host comprising a group of genes related to the infectivity of the 
complex of any one of descriptions 3, 5 or 8 on its chromosomes, and capable of 
replicating the same copies of said complex when infected with it. 

18. A host comprising at least more than one gene of the M, F and HN genes 
of Sendai virus or genes having functions equivalent to them on its chromosomes. 

19. A host comprising the M, F, or HN gene of Sendai virus or each of their 
functionally equivalent genes on its chromosomes. 

20. A host comprising the M, NP. P and L genes of Sendai virus on its 
chromosomes (wherein each gene may be substituted with its functionally 
equivalent gene, respectively). 

21 . A host comprising the M, F and HN genes of Sendai virus on its 
chromosomes (wherein each gene may be substituted with its functionally 
equivalent gene, respectively). 

22. A host comprising the M; F, HN, NP, P and L genes of Sendai virus on its 
chromosomes (wherein each gene may be substituted with its functionally 
equivalent gene, respectively). 

23. The host of any one of descriptions 17-22, wherein said host is animal, or 
cell, tissue or egg derived from it. 

24. The host of description 23, wherein said animal is mammalian. 

25. The host of description 23, wherein said animal is avian. 

26. A kit consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of descriptions 1-3, 
5, 7 or 8, or cRNA of said RNA. or a unit capable of biosynthesizing said RNA or 
said cRNA, 

b. a group of enzymes required for replicating said RNA or said cRNA, or a 
unit capable of biosynthesizing said group of enzymes, and 

c. a group of proteins related to the infectivity of said complex, or a unit for 
biosynthesizing said group of proteins. 

27. A kit consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of descriptions 1-3, 
5, 7 or 8, or cRNA of said RNA, or a unit capable of biosynthesizing said RNA or 
said cRNA, 

b. a group of enzymes required for replicating said RNA or said cRNA, or a 
unit capable of biosynthesizing said group of enzymes, and 

c. the host of any one of descriptions 12-25. 

28. A kit consisting of the following two components, 
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a. the complex of any one of descriptions 1-3, 5, 7 or 8, and 

b. the host of any one of descriptions 12-25. 

29. A kW consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of descriptions 3, 5 
or 8, or cRNA of said RNA, or a unit capable of biosynthesizing said RNA or said 
cRNA, 

b. all NP, P and L proteins of Sendai virus, or a unit for biosynthesizing said 
group of proteins, and 

c. a group of proteins related to the infectivity of said complex, or a unit for 
biosynthesizing said group of proteins. 

30. A kit consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of descriptions 3, 5 
or 8, cRNA of said RNA, or a unit capable of biosynthesizing said RNA or said 
cRNA, 

b. all NP, P and L proteins of Sendai virus, or a unit capable of 
biosynthesizing said group of proteins, and 

c. the host of any one of descriptions 17-25. 

31 . A kit consisting of the following two components, 

a. the complex of any one of descriptions 3, 5 or 8, and 

b. the host of any one of descriptions 17-25. 

32. A method for producing the complex of any one of descriptions 1-3, 5, 7 
or 8 by introducing three components of descriptions 26a, 26b and 26c into a host. 

33. A method for producing the complex of any one of descriptions 1-3, 5, 7 
or 8 by introducing both components of descriptions 27a and 27b into the host of 
description 27c. 

34. A method for amplifying and producing the complex of description 28a by 
transfecting said complex to the host of description 28b. 

35. A method for producing the complex of any one of descriptions 3, 5 or 8 
by introducing the three components of descriptions 29a, 29b and 29c into a host. 

36. A method for producing the complex of any one of descriptions 3, 5 or 8 
by introducing both components of descriptions 30a and 30b into the host of 
description 30c. 

37. A method for amplifying and producing the complex of description 31a by 
transfecting said complex into the host of description 31b. 

38. The RNA molecule of description 9 wherein a gene corresponding to the 
M, F, or HN gene is deleted or inactivated. 

39. The RNA molecule of description 9 wherein all the genes corresponding 
to the M, F and HN genes are deleted or inactivated. 



8 



40. A kit consisting of the following three components, 

a. the RNA molecule of description 38, 

b. the host of description 20, and 

c. the host of description 1 9. 

41 . A method for producing a complex by introducing the RNA molecule of 
description 40a into the host of description 40b, and amplifying and producing said 
complex by transfecting it into the host of description 40c. 

42. A complex produced by the method of description 41. 

43. A kit consisting of the following three components, 

a. the RNA molecule of description 39, 

b. the host of description 22, and 

c. the host of description 21 . 

44. A method for producing a complex by introducing the RNA molecule of 
description 43a into the host of description 43b, and amplifying and producing said 
complex by transfecting it into the host of description 43c. 

45. A complex produced by the method of description 44. 

46. An inhibitor for RNA replication contained in the complex of either 
descriptions 42 or 45 comprising an inhibitory drug of the RNA-dependent RNA 
replication. 47. A method for preparing the foreign proteins, wherein said 
method comprises the process of introducing the complex of description 7 to a host 
and the process of recovering the expressed foreign proteins. 

48. A method for preparing the foreign proteins of description 47, wherein the 
host is a cell expressing a group of genes, from among those related to the 
disseminative capability, which are deficient in the RNA molecule contained in the 
complex of description 7. 

49. A culture medium or allantoic fluid containing the expressed foreign 
proteins, wherein said culture medium or allantoic fluid is obtained by inoculating 
the complex of description 7 into a host and recovering it. 

Brief Description of the Drawings 

Figure 1 is a schematic representation of a process for generating complexes 
of the present invention from cDNA deficient in the M gene of Sendai virus (step A) 
amplifying said complexes in an M-expressing cell (step B), and replication of said 
complexes in a normal cell (step C). 

Figure 2 is a schematic representation of the construction of a 
pUC18/T7(+)HVJRz.DNA. 

Figure 3 is a schematic representation of the construction of a pUC18/T7(- 
)HVJR2.DNA. 

Figure 4 is a graphical representation showing the relationship between the 
time after the infection of SeVgp120 into CV-1 cells and levels of HAU and gp120 
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expression. 

Detailed Description of the Invention 

Any negative strand RNA viruses with disseminative capability may be used 
as materials in the present invention. Although incomplete viruses such as 
defective interfering particles (Dl particles) and synthetic oligonucleotide may also 
be used as partial materials, in general, they must have the base sequence 
equivalent to that of the virus with disseminative capability. Negative strand RNA 
viruses of the present invention include, for example, Sendai virus, Newcastle 
disease virus, mumps virus, measles virus, respiratory syncytial virus, rinderpest 
virus of cattle and canine distemper virus of Paramyxoviridae, influenza virus of 
Orthomyxoviridae, vesicular stomatitis virus and rabies virus of Rhabdoviridae. 

As the negative strand viral material, recombinant negative strand viruses 
derived from any viruses described above and retaining the disseminative 
capability may be used. For example, the recombinant negative strand virus may 
be the one with the gene for the immunogenicity inactivated or a partial region of 
gene altered to enhance the efficiency of RNA transcription and replication. 

RNAs contained in the RNA-protein complex of the present invention can be 
obtained by transcribing modified cDNAs derived from any viruses or recombinant 
viruses described above in vitro or intracellularly. In RNAs thus obtained, at least 
one gene related to the disseminative capability of the original virus must be 
deleted or inactivated, but the gene related to the autonomous replication should 
not. In addition, RNA molecules with artificial sequences, which are obtained by 
transcribing, in vitro or intracellularly, DNA formed by inserting the genes for the 
autonomous replication into cDNA having both terminus structures of the virus 
genome may be also used. 

As described above, in the case of Sendai virus, "the genes related to 
autonomous replication" refer to the NP, P and L genes, and "the gene related to 
the disseminative capability" refers to any one of the M, F and HN genes. 
Therefore, the RNA molecule of Sendai virus Z strain deficient only in the M gene, 
for example, is suitable as a component contained in the "complex" of the present 
invention. Also, the RNA molecule having all the M, F and HN genes deleted or 
inactivated are also preferable as the component contained in the "complex" of the 
present invention. On the other hand, it is necessary for the genes encoding the 
NP, P and L proteins to be expressed from RNA. However, the sequences of 
these genes are not necessarily the same as those of virus, and may be modified 
by introducing variations, or replacing by the corresponding gene derived from 
other viruses, so far as the transcription and replication activity of the resulting RNA 
is similar to or higher than that of the natural one. 

'Virus structural component free of nucleic acid" of the present invention 
includes, for example, virus with only its RNA removed. As such structural 
component is used the one which complements the infectivity and autonomous 
replicating capability at the early stage, but not the disseminative capability. In the 
case of Sendai virus, the complex composed of its RNA with only the M gene 
deleted, and Sendai virus having only its RNA deleted have the infectivity and 
autonomous replicating capability, but no disseminative capability. Complex may 
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contain other components so long as it is provided with no disseminative capability. 
For example, complex may contain adhering molecule, ligand, receptors, etc. on its 
envelope surface for facilitating the adherence to specific cells. 

The RNA molecule contained in the complex can have an inserted foreign 
gene at its appropriate site. In order to express a desired protein, the foreign gene 
encoding said protein is inserted. In the case of Sendai viral RNA, a sequence of 
bases of 6 multiplication in number is preferably inserted between sequences R1 
(5-AGGGTCAAAGT-3') and R2 (5'-GTAAGAAAAA-3') [Journal of Virology, Vol. 67, 
Np. 8 (1993), p.4822-4830]. Levels of expression of the foreign gene inserted into 
RNA can be regulated by virtue of the site of gene insertion and the base sequence 
flanking the inserted foreign gene. For example, in the case of Sendai viral RNA, it 
is thought that there are increasing levels of expression of the inserted gene with 
decreasing distance of said gene from the 3* terminal promoter, whose length has 
not been precisely defined yet. Preferred host cells for the introduction of the 
complex to express in high quantities desired proteins are those expressing genes 
deleted in the RNA molecule composed of said complex. For this, transgenic avian 
eggs expressing said genes are most preferable for preparing proteins in large 
quantities because said genes complement the defects of the virus, facilitating the 
virus production and thus yielding the inserted gene product in high quantities in 
the allantoic fluid. Also, proteins thus expressed can be recovered from the culture 
medium when the avian cells are cultured in vitro. In Examples 5 and 6 is used a 
disseminative complex in place of non-disseminative complex of the present 
invention. However, it will be clear to those skilled in the art that similar results are 
obtained with the complex of the present invention as with the disseminative 
complex in these examples when "cells expressing genes deleted from among 
genes for disseminative capability in the RNA molecule contained in the complex" 
are used as host cells. 

The present inventers have confirmed that, for the efficient reconstitution of 
Sendai virus particles, cDNA to be introduced into cells must be in the circular form 
rather than in the linear form, and, for viral particle formation at a high efficiency, 
the transcription of the positive strand RNA is preferred to that of the negative 
strand RNA within cells. Although these conditions may not necessarily be 
applicable to the reconstitution of all other negative strand RNA viruses, it is 
possible to search for appropriate conditions for the reconstitution of other negative 
strand RNA viruses based on the disclosure of the present invention and 
conventional technology, indicating a possibility for establishing techniques to 
produce basic materials of desired negative strand viral vectors, that is, the viral 
reconstitution systems. 

Sendai virus reconstitution can be initiated following transfection with full- 
length viral RNA, either negative or positive sense, that has been synthesized in 
vitro from the cDNAs. This indicates that, if cells which express all viral proteins (N, 
P, and L) required for initial transcription, replication, and encapsidation are 
constituted, the recombinant Sendai virus, eventually complexes described above 
can be formed entirely without using helper viruses such as vaccinia virus. Since 
cells which express all the three viral proteins required for initial transcription, 
replication, and encapsication were already described [J. Virology, 68, 8413-8417 
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(1994)], those skilled in the art may form such complementing cells. The cell type 
described in said reference are the one derived from the 293 cell line which carries 
three of Sendai virus genes, namely NP, P, and L, on its chromosome, expressing 
proteins encoded by the three genes, NP, P, and L. 

From numerous examples of viral vectors, if viral particles can be efficiently 
reconstructed from nucleic acids, it is obvious that those skilled in the art are able 
to readily exchange a desired viral gene, insert a foreign gene, or inactivate or 
delete a desired gene. For example, an article on the use of Dl (defective 
interfering) particles [J. Virol., 68, 8413-8417 (1994)] clearly indicates that, when. 
Sendai virus RNA devoid of most of the protein-conding region but intact in its 
promoter sequences at both termini can be replicated in cells, if group of enzymes 
(L and P proteins) necessary for transcription and replication and the structural 
protein N to encapsidate the viral RNA are provided simultaneously in the cells. 
Therefore, once an RNA molecule containing a foreign gene transcribed from 
"specific viral cDNA deficient in at least a part of structural genes but normal in 
genes coding for N, P, and L, begins to be replicated by N, P, and L coexpressed 
by the cotransfected plasmid cDNAs, a virus particle will be formed, which is 
infectious to and autonomously replicating in a new cell, but deficient in the 
disseminative potency, and can express the foreign gene. Such complexes are 
extremely useful as a vector for gene therapy. That is, in the present invention, 
with a negative strand RNA virus, it becomes possible to prepare complexes which 
are infectious as well as autonomously replicative to express a foreign gene but is 
deficient in the disseminative potency. 

Such complexes defective in certain viral genes can be recovered and 
amplified from cells which express the corresponding (to the deleted genes) 
structural proteins to complement the defects of the recombinant virus genes. 
Taking embryonated avian eggs into consideration as the most suitable host for 
proliferating such a defective, recombinant Sendai virus to a high titer, it is 
considered that transgenic avians, their eggs and cells which carry at least one or 
more genes out of M, F and HN genes of Sendai virus on chromosome are suitable 
for amplifying the complexes. Methods for preparing transgenic avians have been 
reported [Poultry Sci., 65, 1445-1458 (1986); Bio/Technology, 12, 60-63 (1994)], 
and those skilled in the art should appropriately produce transgenic birds carrying 
at least one or more genes out of M, F and HN genes on their chromosomes. 

The present invention also provides a method for preparing the complex 
described above. In the following, cases related to Sendai virus are exemplified. 
Genome of Sendai virus Z is a single stranded RNA comprising 15384 nucleotides. 
Its entire base sequence has been determined from cDNA clones prepared by 
using reverse transcriptase [Nucleic Acids Research, 11, 7313-7330 (1983); 
Nucleic Acids Research, 12, 7965-7972 (1984); Nucleic Acids Research, 14, 1545- 
1563 (1986)]. Since its genome RNA is a negative strand, a group of enzymes and 
proteins are required to transcribe the genome. The newly made proteins (N. P, 
and L) from the primary transcripts replicate and encapsidate the nascent 
antigenomic RNA strand. This antigenome, in turn, is replicated to a new genome 
strand by the same N, P, and L proteins. At least six proteins including NP, P, M, F, 
HN, and L are known as proteins encoded by the genome RNA. It has been 
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elucidated that, of these proteins, NP, P and L are factors essential and sufficient 
for replication [Journal of Virology, 68, 8413-8417 (1994)], and M, F and HN are 
components necessary for constructing the viral structure. Based on these facts, 
when a specific RNA virus from which RNA is derived is Sendai virus, it is possible 
to reconstruct an infectious complex by transferring both 1) cDNA transcribable to 
RNA and a gene encoding the RNA polymerase necessary for transcribing said 
RNA within cells or 2) an RNA molecule itself transcribed from said cDNA in vitro 
into cells wherein all the genes for the autonomous replication, NP, P, and L, and a 
group of genes, out of M, F and HN genes, that had been deleted to restrict cell to 
cell dissemination, are expressed. In this case, all these transacting genes, NP, P. 
L, M, F, and HN, may be transiently expressed by transfecting cells with the 
plasmids coding for the respective genes. However, genes related to disseminative 
capability at least are preferably incorporated into cellular 

chromosomes to be stably expressed. 

The complex reconstituted as above can be produced to a high titer, by 
infecting cells which express genes, one or some of M, F, and HN genes, which 
had been deleted in the recombinant virus. Transgenic avian eggs expressing said 
group of genes are preferable for this purpose to produce the complex in a large 
scale. 

In addition, M, F, and HN genes expressed in cells and animals are not 
necessarily of the wild-type Sendai virus. Any of those with functions equivalent to 
those of the wild- type will be usable. That is, any gene may be used where said 
gene has complementarity to the function of Sendai virus gene deleted to make the 
virus nondeseminating. Preferable cells to be used are host cells for Sendai virus. 
Any cells can be theoritically used, if they are sufficiently susceptible to and 
permissive for Sendai virus infection and replication, to express M, F, and/or HN 
genes, and complement the defect of the recombinant Sendai virus intracellularly 
produced. 

Hitherto only the enhancement of expression efficiency has been emphasized 
with conventional RNA virus vectors, and little efforts have been made for 
developing compounds to suppress the RNA replication to prevent unfavorable 
results due to excessive expression. 



As the "RNA replication inhibitor" of the present invention, any drugs to inhibit 
RNA-dependent RNA replication may be applied, and, for example. Ribavirin, 
TJ13025, etc. are used. Such replication inhibitors are effective, for example, 
when health deterioration Is noticed with the cellular amplification of recombinant 
RNA, or when the down-regulation of intracellular expression of foreign genes 
derived from recombinant RNA is required. 

As an embodiment of the present invention, processes for reconstituting the 
complex of the present invention from cDNA with the M gene deleted of Sendai 
virus (steps A-B), and those for amplifying said complex (steps B-C) are shown in 
Fig. 1. 

In the following, the present invention will be concretely described with 
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reference to Examples, but not be limited to them. 

Example 1 . Preparation of Sendai virus cDNA olasmids pUC18/T7(-)HVJRz.DNA 
and pUC18/T7r+)HVJRz.DNA 

Plasmid pUC18/T7(-)HVJRz.DNA was constructed by inserting a DNA 
molecule comprising T7 RNA polymerase promoter, Sendai virus cDNA designed 
to be transcribed to the negative strand RNA and the ribozyme gene in this order 
into pUC18 vector. Also, plasmid pUC18yT7(+)HVJRz.DNA was constructed by 
inserting a DNA molecule comprising T7 RNA polymerase promoter, Sendai virus 
cDNA designed to be transcribed to the positive strand RNA and the ribozyme. 
gene in this order into pUC18 vector. Constructions of pUC18/T7(-)HVJRz.DNA 
and pUC18/T7(+)HVJRz.DNA are shown in Figs. 2 and 3, respectively. 

Example 2.Reconstitution experiment of Sendai virus from cDNA 

LLC-MK2 cells (2 x 10®) trypsinized in a usual manner were placed in a 60- 
mm diameter plastic dish, and incubated in MEM medium (MEM supplemented 
with 10% FBS) (10 ml) in a 5% CO2 atmosphere at 37D for 24 h. After removing 
the medium and washing with PBS (1 ml), a suspension of recombinant vaccinia 
virus VTF7-3 expressing T7 polymerase in PBS (0.1 ml) was added to the cells at 
the multiplicity of infection (moi) of 2. The dish was gently agitated every 15 min to 
thoroughly spread the viral solution for 1 h infection. After removing the viral 
solution and washing with PBS (1 ml), a medium containing cDNA, which was 
prepared as follows, was added to the dish. 

Nucleic acids shown in Tables 1 and 2 (containing plasmids expressing 
factors required for the replication of Sendai virus, pGEM-L, pGEM-P, and pGEM- 
NP, were placed in a 1.5-ml sampling tube, and adjusted to a total volume of 0.1 ml 
with HBS (Hepes buffered saline; 20 mM Hepes pH 7.4 containing 150 mM NaCI). 
In those tables, (-) and (+)cDNAs represent plasmids pUC18/T7(-)HVJRz.DNA and 
pUC18/T7(+)HVJRz.DNA, respectively, and /C and /L indicate that cDNA is 
introduced into cells in the circular form and linear form after digestion of those two 
plasmids with restriction enzyme Mlul, respectively. 

On the other hand, in a polystyrene tube were placed HBS (0.07 ml), DOTAP 
(Boehringer Mannheim) (0.03 ml). To this tube was added the nucleic acid solution 
described above, and the mixture was left standing as such for 10 min. Then, to 
this mixture was added the cell culture medium described above (2 ml, MEM 
supplemented with 10% FBS) followed by the vaccinia virus inhibitors, rifampicin 
and cytosine arabinoside C (C/Ara/C), to the final concentrations of 0.1 mg/ml and 
0.04 mg/ml, respectively, resulting in the preparation of the medium containing 
cDNA described above. The dish described above was incubated in a 5% 

CO2 atmosphere at 37 □ for 40 h. The cells in the dish were harvested using a 
rubber policeman, transferred to an Eppendorf tube, sedimented by centrifuging at 
6,000 rpm for 5 min, and re-suspended in PBS (1 ml). Aliquots of this cell 
suspension, as such or after diluted, were inoculated to 10-days old developing 
embryonated chicken eggs. That is, the cell suspension was diluted with PBS to 
the cell numbers shown in Table 1, and eggs inoculated with its 0.1 to 0.5-ml 
aliquots were incubated at 350 for 72 h, then at 4n overnight. Chorio-allantoic 
fluid was recovered as the source of reconsituted virus from these eggs using a 



14 



syringe with a needle. 

Hemagglutinin unit (HAU) and plaque fornning unit (PFU) of the recovered 
virus solution were assayed as follows. HAU was determined as follows. 

Chicken blood was centrifuged at 400 x g for 10 min and the supernatant was 
discarded. Precipitates thus obtained were suspended in 100 volumes of PBS(-), 
and centrifuged at 400 x g for 10 min to discard the supernatant. This procedure 
was repeated twice to prepare an 0.1% blood cell solution in PBS. Two-fold serial 
dilutions of virus solutions were prepared, and 0.05 ml each dilution to be assayed 
was dispensed into each well of 96-well titer plate. The blood cell solution (0.05 ml 
each) was further added to each well, gently swirled to ensure a thorough mixing, 
and left at 4D for 40 min. The reciprocals of the highest virus dilution to cause the 
hemagglutination observable with the naked eye was taken as HAU. 

PFU was assayed as follows. CV-1 cells were grown to a monolayer on a 6- 
well culture plate. After the culture medium was discarded, a virus solution 10-fold 
serially diluted (0.1 ml each) was dispensed into each well of the culture plate to 
infect the cells at 37n for 1 h. During the infection, a mixture of 2 x MEM free of 
serum and melted 2% agar (55n) was prepared, and trypsin was added to the , 
mixture to a final concentration of 0.0075 mg/ml. After 1 h infection and removal of 
the virus solution, the culture medium mixed with agar (3 ml each) was added to 
each well of the culture plate, and incubated under a 5% CO2 atmosphere at 37D 
for 3 days. Phenol red (0.1%) (0.2 ml) was added to each well, incubated at 370 
for 3 h, and then removed. Unstained plaques were counted to estimate the virus 
titer as PFU/ml. 

Table 1 shows Sendai virus template cDNAs transfected into LLC-2 cells, 
amounts of cDNA factors, pGEM-L, pGEM-P, and pGEM-NP, required for the RNA 
replication, incubation time, cell numbers inoculated to chicken eggs, HAU and 
PFU values recovered into the allantoic fluid. 



Table 1 


Temolate 
cDNA amount 

(^g) 




pGEM 
-L 

(^g) 


pGEM 
-P 

(i^g) 


pGE 
M 

•NP 

(W) 


Incubation 
time (h) 


Amount 
of cells 


HAU 


PFU 


(+)cDNA/C 


10 


4 


2 


4 


40 


1.00x10" 


512 


2x10" 


(+)cDNA/C 


10 


4 


2 


4 


40 


1.00x10* 


256 


9x10® 


(+)cDNA/C 


10 


4 


2 


4 


40 


1.00x10® 


256 


9x10® 


(+)cDNA/L 


10 


4 


2 


4 


40 


1.00x10^ 


□2 


O10 


(+)cDNA/L 


10 


4 


2 


4 


40 


1.00x10* 


□2 


□ 10 


(+)cDNA/L 


10 


4 


2 


4 


40 


1.00x10® 


□2 


□ 10 


(-)cDNA/L 


10 


4 


2 


4 


40 


1.00x10^ 


□2 


□ 10 
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(-)cDNA/L 


10 


4 


2 


4 


40 


1.00x10^ 


□2 


□ 10 


(-)cDNA/L 


10 


4 


2 


4 


40 


1.00x10® 


□2 


□ 10 


(-)cDNA/C 


10 


4 


2 


4 


40 


1.00x10* 


□2 


□10. 


(-)cDNA/C 


10 


4 


2 


4 


40 


1.00x10® 


□2 


□10 


(-)cDNA/C 


.10 


4 


2 


4 


40 


1.00x10® 


4 


8x10' 



Samples showing both HAU and PFU were sedimented by ultra- 
centrifugation, re-suspended, purified by a sucrose density gradient centrifugation 
from 20% to 60%. The viral proteins of thus purified virions were fractionated by 
12.5% SDS-PAGE. Each viral protein recovered from cDNAs samples was the 
same in size as that of the conventional Sendai virus. 

These results demonstrated that Sendai virus can be reconstituted by 
introducing cDNAs into cells, and that virus particles are more efficiently 
reconstituted by introducing cDNAs transcribing positive strand RNAs as compared 
with those transcribing negative strand RNAs, and further by introducing cDNAs in 
the circular form rather in the linear form. The coexisting vaccinia virus in an 
amount of ca 10* PFU/ml in the allantoic fluid was readily eliminated by the virus 
once again in eggs at a dilution of 10"^ or 10"®. This limiting dilution protocol was 
used to prepare vaccinia-free stock of recovered Sendai virus in this and all 
subsequent studies. 

Example 3. Survev of RNA replication factors required for Sendai virus 
reconstitution 

Experiments were performed to examine whether all three plasmids 
expressing the L, P, and NP proteins were required for the reconstitution of Sendai 
virus. Experimental methods were similar to those described in Example 2 except 
that any combinations of two out of pGEM-L, pGEM-P, and pGEM-NP plasmids or 
only one out of them, instead of all these three combined as in Example 2, were 
introduced together with a template cDNA into cells. 

Table 2 shows Sendai virus template cDNAs introduced into LLC-MK2 cells, 
amounts of the cDNA plasmids required for RNA replication in trans, incubation 
time, number of cells inoculated into chicken eggs, and values of HAU and PFU. 

Table 2 

Template pGEM pGEM pGEM Incubation Number of HAU PFU 

cDNA amount -L -P -NP time cells 

(^^9) inoculated 

(+)cDNA/C 10 4~ 2 4 ^0 1.00x10^ 256 6x1 0"* 

(+)cDNA/C 10 4 2 4 40 1.00x10^ 512 4x10^ 



(+)cDNA/C 10 0 2 4 40 1.00x10® 02 010 
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(+)CDNA/C 10 0 2 4 40 1.00x10® 02 010 



(+)cDNA/C 10, 4 0 4 40 1.00x10® 02 010 

(+)CDNA/C 10 4 0 .4 40 1.00x10® 02 niO 



(+)cDNA/C 10 4 2 0 40 1.00x10® 02 010 

(+)cDNA/C 10 4 2 0 40 1.00x10® 02 DIO 



(+)cDNA/C 10 0 0 4 40 1,00x10® U2 DIO 

(+)cDNA 10 0 0 4 40 1.00x10® 02 010 



(+)cDNA/C 10 0 2 0 40 1.00x10® 02 DIO 

(+)cDNA/c 10 0 2 0 40 1.00x10® 02 DIO 



(+)cDNA/C 10 4 0 0 40 1.00x10® 02 010 

(+)cDNA/C 10 4 0 0 40 1.00x10® 02 DIO 



As shown in Table 2, no virus reconstitution was observed by introducing any 
combinations of two out of these three factors into cells, confirming the necessity of 
all three proteins L, P, and NP for the virus reconstitution. 

Example 4. Reconstitution experiment of Sendai virus in vitro from transcribed 
RNAs 

Since the reconstitution of Sendai virus from the functional cDNA clones was 
described in Example 2, it was further examined whether transcription products of 
said cDNAs in vitro, that is, v or (-)RNA and c or (+)RNA, can initiate and support 
similar reconstitution. 

After the Sendai virus cDNA plasmids. pUC1 8/T7(-)HVJRz.DNA and 
pUC18/T7(+)HVJRz.DNA, were linearized with restriction enzyme M1ul, using 
these DMAs as templates, RNA synthesis was performed in vitro with a purified T7 
polymerase preparation (EPICENTRE TECHNOLOGIES: Ampliscribe T7 
Transcription Kit). The method for synthesizing in vitro RNAs essentially followed 
the protocols provided with the kit. Using RNA products thus obtained in place of 
cDNAs in Example 2, similar experiments were performed, and the virus 
production was estimated by HA test. Results are shown in Table 3. 

Tables 
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TemDiate 
cDNA amount 




pGEM 
-L(W) 


pGEM 
- P 
(M) 


pGEM 
-NP 


Incubation 
time (h) 


Number of 
cells 

inoculated 


HA 
U 


PFU 


in vitro 
(-)RNA 


10 


4 


2 


4 


40 


1.00x10" 


512 


2x10" 


in vitro 
(-)RNA 


10 


4 


2 


4 . 


40 


1.00x10® 


512 


ND 


in vitro 
(+)RNA 


10 


4 


2 


4 


40 


1.00x10^ 


2 


5x10^ 


in vitro 
(+)RNA 


10 


4 


2 


4 


40 


1.00x10® 


<2 


ND 



These results indicate that virus can be reconstituted by introducing either 
negative or positive sense strand RNAs into cells. 

Example 5. Expression of foreign genes inserted into Sendai viral vectors in 
host cells 

1. Preparation of Sendai virus vector "pSeVgp120" inserted with a foreign 
gene, the gp120 of human immunodeficiency virus type 2 (HIV) 

Using a set of primers comprising primer a (5 - 
TGCGGCCGCCGTACGGTGGCAATGAGTGAAGGAGAAGT-3') (SEQ ID N0:1) 
and primer d (5'- 

TTGCGCCCGCGATGAACTTTCACCCTAAG I I I I I I ATTACTACGGCG- 
TACGTCATCTTTTTTCTCTCTGC-3') (SEQ ID N0:2), the HIV-1gp120 gene was 
amplified on "pN1432" or a full-length cDNA of HIV-1 strain NL43 by the standard 
PGR techniques. PGR products were subjected to TA cloning, digested with NotI, 
and then inserted into the NotI site of "pSeVIS*". pSeV18* contains an additional 
18 nucleotide sequence with a unique NotI restriction site which is placed before 
the ORF of NP gene of pUCyT7(+)HVJRz. Then, £. coli cells were transformed 
with this recombinant plasmid. DNAs were extracted from each colony of E. coli by 
the "Miniprep" method, digested with Dralll, and then electrophoresed. Positive 
clones (designated "clone 9" hereafter) were selected by confirming to contain 
DNA fragments of the size expected from the insertion. After DNA fragments were 
confirmed to have the authentic nucleotide sequence, DNAs were purified by a 
cesium chloride density gradient centrifugation. pSeVIB* inserted with the gp120 
gene is designated "pSeVgp120" hereafter. 2. Reconstitution of Sendai virus 
containing pSeVgp120 (SeVgp120) and analysis of gp120 expression 

Reconstitution of the virus from pSeVgp120 in LLGMK2 cells, the virus 
recovery from allantoic fluid of embryonated chicken eggs, and assay of the viral 
HAU were done exactly as described in Example 2. The recovered virus was also 
examined for the expression of gp1 20 by ELISA as follows. 

Samples (100 ^1 each allantoic fluid) were dispensed into each well of a 96- 
well plate which had been coated with monoclonal antibody against HIV-1, and 
incubated at 370 for 60 min. After washing with PBS, HRP-linked anti-HIV-1 
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antibody (100 \x\ each) was added to each well, and incubated at 370 for 60 min. 
After washing with PBS, tetramethylbenzidine was added to each well, and 
amounts of reaction product converted by the action of HRP under acidic 
conditions were determined by following the optical density at 450 nm to estimate 
the expression amount of gp120. Results are shown in the left-hand column in 
Table 4. 

The virus solution thus obtained was inoculated to CV-1 cells, and similarly 
examined for gp120 expression as follows. CV-1 cells were dispensed to a culture 
plate at 5 X 10^ cells/plate, grown, and then the culture medium was discarded. 
After washing with PBS(-), the viral solution was added to the cells at the 
multiplicity of infection of 10, and incubated at 37D for 1 h. After the virus solution 
was discarded, washed with PBS(-), a plain MEM medium (MEM medium 
supplemented with antibiotics AraC and Rif, and trypsin) was added to the cells, 
and incubated at 37n for 48 h. After the reaction, the medium was recovered and 
assayed for HAU (by a similar method as described in Example 2) and examined 
for the expression of gp120 (by ELISA). Results are shown in the center column of 
Table 4. In addition, the supernatant of CV-1 cell culture medium was inoculated to 
embryonated chicken eggs again, and the virus solution thus obtained was 
assayed for HAU and also examined for the gp120 expression (by ELISA). Results 
are shown in the right hand column of Table 4. 



Table 4 

(Mg/ml) 



Allantoic fluid (F1) 
gp120 (HAU) 


CV-1 medium (F1)gp120 
(HAU) 


Allantoic 
fluid (F2) 
gp120(HAU) 


0.10(4) 


3.46 (128) 




0.15(32) 


1.81 (128) 


1.56.1.21 






(512. 512) 


0.05 (32) 


. 2.20 (128) 





As shown in Table 4, markedly high concentrations of gp120 were detected in 
CV-1 cells in culture (center column of the Table), and also in the allantoic fluids 
from embryonated chicken eggs inoculated again with the virus (right-hand column 
of the Table). In the left-hand and center columns of the Table are shown the 
mean values of three clones. 

Furthermore, the expression of gp120 was analyzed by Western blotting. 
After the culture medium of CV-1 cells infected with SeVgp120 was centrifuged at 
20,000 rpm for 1 h to sediment virus, the supernatant was treated with either TCA 
(10%, v/v) for 15 min on ice or 70% ethanol at -20D, and centrifuged at 15,000 rpm 
for 15 min. Proteins thus precipitated were solved in an "SDS-PAGE sample 
buffer" (Daiichi Chemicals) at 90D for 3 min, and then subjected to electrophoresis 
on 10% SDS-polyacrylamide gel (SDS-PAGE). Proteins thus fractionated were 
transferred to PVDF membranes (Daiichi Chemicals), reacted with monoclonal 
antibody 902 at room temperature for 1 h, and then washed with T-TBS. The 
membranes were reacted with anti-mIgG (Amersham) at room temperature for 1 h, 
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and washed with T-TBS,. The membranes were then reacted with HRP-linked 
protein A (Amersham) at room temperature for 1 h, washed with T-TBS, and 4- 
chloro-1-naphthol (4CNPIus) (Daiichi Chemicals) was added to detect gp120. As a 
result, protein bands were visualized at positions corresponding to the expected 
molecular weight of gp1 20. 

In addition, effects of postinfection time of CV-1 cells transfected with 
SeVgp120 on the HAU value and gp120 expression amount were analyzed. CV-1 
cells (5 X 10^) dispensed to 10-cm plate were infected with SeVgp120 at the 
multiplicity of infection of 10, and the culture medium (1 ml each) was 
postinfectionally recovered at 30, 43, 53 and 70 h, mixed with an equal volume of 
the fresh medium, and subjected to HAU assay, gp120 expression examination (by 
ELISA) and Western blotting. Results are shown in Figure 4. As clearly shown in 
Fig. 3, the production of gp120 tends to increase with the increasing HA titer of 
Sendai virus. 

Example 6. Analyses of SeVgp120 propagation and qp120 production in 
various types of cells 

Using similar methods as those in Example 5 except for the use of various 
types of cells, HAU and gp120 expression levels (by ELISA) were assayed. 
Results are shown in Table 5. 

Table 5 



Cell type 


Hours (postinfection) 


HAU 


rgp120 (|ig/ml) 


CV-1 


96 


32 


2.5 


'LLCMK2 


48 


16 


0.5 


CHO 


55 


4 


0.46 


NIH3T3 


48 


4 


0.25 


MT4 


24 


16 


0.8 


M0LT4/ 


24 


16 


1.2 



In the left-hand column of the Table are shown the postinfection times (hours) 
of various types of cells transfected with SeVgp120. As a result, SeVgp120 
propagation and gp120 expression were detected in all types of cells tested. 

Example 7. Studies on the expression of luciferase aene inserted into the 
Sendai viral vector in host cells 

In order to isolate the luciferase gene for inserting to vectors, the luciferase 
gene bounded by the engineered NotI sites on both termini was constructed by the 
standard PGR using a set of primers [5 - 

AAGCGGCCGCCAAAGTTCACGATGGAAGAC-3') (30mer) (SEQ ID NO: 3)] and 
[5'-TGCGGCCGCGATGAACTTTCACCC- 

TAAGTTTTTCTTACTACGGATTATTACAATTTGGACTTTCCGCCC-3' (69mer) 
(SEQ ID NO: 4) with the minigenome encoding plasmid, "pHvluciRT4", as a 
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template. The PGR product was cloned into the NotI window of pSeVIS"^ to obtain 
a recombinant Sendai virus vector to which the luciferase gene is inserted. Then, 
this recombinant vector was transfected into LLCMK2 cells, and after 3 cycles of 
freezing and thawing, the cells were inoculated into embryonated chicken eggs. 
Chorio-allantoic membranes of developing eggs were excised out, twice washed 
with cold PBS(-), and, after the addition of lysis buffer (Picagene WAKO) (25 
and thorough mixing, centrifuged at 15,000 rpm for 2 min. To the supernatant (5 [i\ 
each) was added the substrate (lATRON) (50 |xl), and the mixture was dispensed 
into each well of a 96-well plate. Fluorescent intensity was measured with a 
luminometer (Luminous CT-9000D, DIA-IATRON), and the enzyme activity was 
expressed as counts per second (CPS). As a result, an extremely high luciferase 
activity was detected. The egg grown recombinant virus was purified by passaging 
once again in eggs, so that the stock virus did not contain helper vaccinia virus. 
This stock virus was then used to infect CV-1 cells and examine luciferase 
expression in these cells. As shown in Table 6, again, extremely high luciferase 
activity was detected for infected CV-1 cells at 24-h postinfection (Table 6). In 
these experiments, Sendai virus which did not carry the luciferase gene was used 
as control (represented by "SeV" in the table). Results obtained from two clones 
are shown in the table. 

Tables 

Fluorescence intensity (counts/1 0 sec) 
Chorio-allantoic membrane CV-1 (24h postinfection) 



Luc/SeV 



SeV 



669187 
2891560 

69 
23 



8707815 

48 
49 



In the present invention, a system has been established allowing the efficient 
rescue of viral particles from cDNAs of negative strand viruses, and also a method 
has been developed enabling the production and amplification of "complexes 
comprised of RNAs derived from disseminative specific negative strand RNA virus 
and viral structural components containing no nucleic acids so as to have the 
infectivity and autonomous RNA replicating capability but no disseminative 
potency". Since said complexes can replicate only within infected cells but not 
spread from cell to cell, these techniques are especially useful in the fields of gene 
therapy, etc. wherein therapeutical safety is highly appreciated. 
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SEQUENCE LISTING 

(1) GENERAL INFORMATION: 

(1) APPLICANT: NAGAI, Yoshiyuki 

KATO.Atsushi 
MURAI, Fukashi 
ASAKAWA, Makotb 
SAKATA, Tsuneaki 
HASEGAWA, Mamoru 
SHIODA, Tatsuo 

(ii) TITLE OF INVENTION: Negative Strand RNA Viral Vector Having Autonomous 
Replication Capability 

(iii) NUMBER OF SEQUENCES: 4 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Clark & Elbing LLP 

(B) STREET: 176 Federal Street 

(C) CITY: Boston 

(D) STATE: MA 

(E) COUNTRY: U.S.A. 

(F) ZIP: 02110-2214 

(V) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Diskette, 3.5 inch, 1 .44 MB storage 

(B) COMPUTER: IBM compatible 

(C) OPERATING SYSTEM: MS-DOS ver 3.30 or later 

(D) SOFTWARE: 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: JP HEI 7-308316 

(B) FILING DATE: 31 -OCT-1 995 
(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: PCT/JP96/03068 

(B) FILING DATE: 22-OCT-1 996 

(2) INFORMATION FOR SEQ ID NO: 1 
(!) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 38 

(B) TYPE: nucleic acid 
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(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(li) MOLECULE TYPE: other nucleic acid (synthetic DNA) 
. (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 1 

TGCGGCCGCC GTACGGTGGC AATGAGTGAA GGAGAAGT 38 

(2) INFORMATION FOR SEQ ID NO: 2 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 69 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid (synthetic DNA) 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2 

TTGCGGCCGC GATGAACTTT CACCCTAAGT TTTTVTTACT ACGGCGTACG 
TCATCTTTTT 60 

TCTCTCTGC 69 

(2) INFORMATION FOR SEQ ID 

NO: 3 

(1) SEQUENCE CHARACTERISTICS 

(A) LENGTH: 30 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid (synthetic DNA) 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3 

AAGCGGCCGC CAAAGTTCAC GATGGAAGAC 30 

(2) INFORMATION FOR SEQUENCE ID NO: 4 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 69 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid (synthetic DNA) 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4 

TGCGGCCGCG ATGAACTTTC ACCTAAGTT TTTCTTACTA CGGATTATTA 
CAATTTGGAC 60TTTCCGCCC 69 
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WHAT IS CLAIMED IS: 

1. A complex comprising an RNA molecule derived from a specific 
disseminative negative strand RNA virus and viral structural components 
containing no nucleic acid, haying the cell infectivity and capable of autonomously 
replicating RNA, but deficient in the disseminative capability. 

2. The complex of Claim 1, wherein said specific RNA virus is a negative 
strand RNA having non-segmented genome. 

3. The complex of Claim 1 , wherein said specific RNA vims is Sendai virus. 

4. An RNA molecule comprising Sendai viral RNA or its complementary RNA, 
wherein said RNA molecule is defective in that at least one or more than one gene 
coding for each of the M, F, and HN proteins are deleted or inactivated. 

5. A complex comprising the RNA molecule of Claim 4 and viral structural 
components derived frorn Sendai virus containing no nucleic acid, having the cell 
infectivity and capable of autonomously replicating RNA, but deficient in 
disseminative capability. 

6. A DNA molecule comprising a template DNA capable of transcribing the 
RNA molecule of Claim 4 in vitro or in vivo. 

7. The complex of any one of Claims 1-3 or 5, wherein the RNA molecule 
contained in said complex comprises a foreign gene. 

8. The complex of Claims 3 or 5, wherein the RNA molecule contained in said 
complex comprises a foreign gene. 

9. The RNA molecule of Claim 4 comprising a foreign gene. 

10. The DNA molecule of Claim 6 comprising a foreign gene. 

1 1 . An inhibitor for RNA replication contained in the complex of any one of 
Claims 1-3, 5, 7 or 8 comprising an inhibitory agent for the RNA-dependent RNA 
replication. 

12. A host whereto the complex of any one of Claims 1-3, 5, 7 or 8 can 
disseminate. 

13. The host of Claim 12 comprising genes for the infectivity of the complex of 
any one of Claims 1-3, 5, 7 or 8 on its chromosomes, and capable of replicating the 
same copies of said complex when infected with it. 

14. The host of Claims 12 or 13, wherein said host is animals, or cells, 
tissues, or embryonated eggs derived from it. 

15. The host of Claim 14 wherein said animal is mammalian. 

16. The host of Claim 14 wherein said animal is avian. 

17. A host expressing genes for the infectivity of the complex of any one of 
Claims of 3, 5, or 8, and capable of replicating the same copies of said complex 
when infected with it. 

18. A host comprising more than one gene of the M, F, and HE genes derived 
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from Sendai virus or genes having functions equivalent to them on its 
chromosomes. 

19. A host comprising the M, F, or HN gene of Sendai virus or each of their 
functional equivalent genes on its chromosomes. 

20. A host comprising the M, NP, P and L genes of Sendai virus on its 
chromosomes (wherein each gene may be substituted with its functional 
equivalent, respectively). 

21. A host comprising the M, F and HN genes of Sendai virus on its 
chromosomes (wherein each gene may be substituted with its functional 
equivalent, respectively). 

22. A host comprising the M, F, HN, NP, P and L genes on its chromosomes 
(wherein each gene may be substituted with its functional equivalent, respectively). 

23. The host of any one of Claims 17-22, wherein said host is animal, or cell, 
tissue or egg derived from it. 

24. The host of Claim 23, wherein said animal is mammalian. 

25. The host of Claim 23, wherein said animal is avian. 

26. A kit consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of Claims 1-3, 5, 7 
or 8, or cRNA of said RNA, or a unit capable of biosynthesizing said RNA or said 
cRNA, 

b. enzymes required for replicating said RNA or said cRNA, or a unit capable 
of biosynthesizing said enzymes, and 

c. proteins related to the infectivity of said complex, or a unit capable of 
biosynthesizing said proteins. 

27. A kit consisting of the following three components, 

a. .the RNA molecule contained in the complex of any one of Claims 1-3, 5, 7 
or 8, or cRNA of said RNA, or a unit capable of biosynthesizing said RNA or said 

cRNA, 

b. enzymes required for replicating said RNA or said cRNA, or a unit capable 
of biosynthesizing said enzymes, and 

c. the host of any one of Claims 12-25. 

28. A kit consisting of the following two components, 

a. the complex of any one of Claims 1-3, 5, 7 or 8, and 

b. the host of any one of Claims 12-25. 

29. A kit consisting of the following three components, 

a. the RNA molecule contained in any one of Claims 3, 5 or 8, or cRNA of 
said RNA, or a unit capable of biosynthesizing said RNA or said cRNA, 

b. all NP, P and L proteins of Sendai virus or a unit capable of biosynthesizing 
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said proteins, and 

c. proteins related to the infectlvlty of said complex, or a unit capable of 
biosynthesizing said proteins. 

30. A kit consisting of the following three components, 

a. the RNA molecule contained in the complex of any one of Claims 3, 5 or 8, 
or cRNA of said RNA, or a unit capable of biosynthesizing said RNA or said cRNA, 

b. all NP, P and L proteins of Sendai virus, or a unit capable of 
biosynthesizing said proteins, and 

c. the host of any one of Claims 17-25. 

31 . A kit consisting of the following two components, 

a. the complex of any one of Claims 3, 5 or 8, and 

b. the host of any one of Claims 17-25. 

32. A method for producing the complex of any one of Claims 1-3. 5, 7 or 8 by 
introducing all three components of Claims 26a, 26b and 26c into a host. 

33. A method for producing the complex of any one of Claims 1-3, 5, 7 or 8 by 
introducing both components of Claims 27a and 27b in the host of Claim 27c. 

34. A method for amplifying and producing the complex of Claim 28a by 
transfecting said complex to the host of Claim 28b. 

35. A method for producing the complex of any one of Claims 3, 5 or 8 by 
introducing the three components of Claims 29a, 29b and 29c into a host. 

36. A method for producing the complex of any one of Claims 3, 5 or 8 by 
introducing both components of Claims 30a and 30b into the host of Claim 30c. 

37. A method for amplifying and producing the complex of Claim 31a by 
transfecting said complex into the host of Claim 31b. 

38. The RNA molecule of Claim 9 wherein a gene corresponding to the M, F, 
or HN gene is deleted or inactivated. 

39. The RNA molecule of Claim 9 wherein all the genes corresponding to the 
M, F, and HN genes are deleted or inactivated. 

40. A kit consisting of the following three components, 

a. the RNA molecule of Claim 38, 

b. the host of Claim 20, and 
. c. the host of Claim 19. 

41. A method for preparing a complex by introducing the RNA molecule of 
Claim 40a into the host of Claim 40b, and amplifying and producing said complex 
by transfecting it to the host of Claim 40c. 

42. A complex produced by the method of Claim 41 . 

43. A kit consisting of the following three components. 
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a. the RNA molecule of Claim 39, 

b. the host of Claim 22, and 

c. the host of Claim 21. 

44. A method for amplifying and producing a complex by introducing the RNA 
molecule of Claim 43a into the host of Claim 43b, and amplifying and producing 
said complex by transfecting it to the host of Claim 43c. 

45. A complex produced by the method of Claim 44. 

46. An inhibitor for RNA replication contained in the complex of Claims 42 or 
45 comprising an inhibitory agent of the RNA-dependent RNA polymerase. 

47. A method for preparing foreign proteins, wherein said method comprises 
processes of introducing the complex of Claim 7 to a host and recovering the 
expressed proteins. 

48. The method for preparing foreign proteins of Claim 47, wherein the host is 
a cell expressing a group of genes, from among those related to the disseminative 
capability, which are deficient in the RNA molecule contained in the complex of 
Claim 7. 

49. A culture medium or allantoic fluid containing the expressed foreign 
proteins, wherein said culture medium or allantoic fluid is obtained by transfecting 
the complex of Claim 7 to a host and recovering its culture medium or allantoic 
fluid. 
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ABSTRACT OF THE DISCLOSURE 

A method for reconstituting Sendai viral particles by transfecting Sendai virus 
to a host expressing all genes for 

the initial replication has been developed, enabling the 

production of negative strand RNA vectors highly useful for 

practical applications. 
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